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TUMOR NECROSIS FACTOR FAMILY RECEPTORS JVND LIGANDS. 
ENCODING NUCLEIC ACIDS AND RELATED BINDING AGEITTS 
BACKGROUND OF THE INVENTION 

This invention relates to molecules involved in 
5 apoptosis and more specifically to tumor necrosis family 
receptors and ligands. 



The tumor necrosis factor (TNF) family of 
ligands are a superfamily of polypeptides involved in 
cell-cell signaling. The prototypic TNF molecule was 

10 first identified by its ability to kill a variety of 
transformed cell lines. In addition to their role in 
cell survival and death, TNF-like molecules and their 
cognate receptors are now known to be involved in the 
regulation of a variety of cellular functions including 

15 cellular proliferation, differentiation and cytokine 
secretion. 



Ligands of the TMF superfamily are type II 
membrane glycoproteins with a large C-terminal 
extracellular domain, a single transmembrane spanning 

20 region and a variable cytoplasmic domain. Like the 

prototypic TNF-a molecule, most are acidic molecules with 
approximately 20% sequence homology in the extracellular 
receptor-binding domain. The conservation of the more 
variable cytoplasmic domains among species homologs 

25 indicates that the cytoplasmic domains also can serve an 
important function in signal transduction. The TNFR 
ligand family includes TNF-a, TNF-3, LTp, FAS ligand, 
CD27 ligand, CD30 ligand, CD4 0 ligand, 0X40 ligand and 
4-lBB ligand- Although ligands of the TNF family are 

3 0 typically expressed on the cell surface, soluble forms of 
TNF-a, TNF-p and FAS ligand also have been identified. 
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TNF receptor family members generally are type 
I membrane glycoproteins with sequence homology typically 
confined to the extracellular domain. This 
amino-teriuinal extracellular domain includes a variable 
5 number of cysteine-rich pseudo repeats, which are motifs 
of approximately 40 amino acids containing about six 
cysteine residues. Numerous cellular and viral members 
of the TNF receptor superfamily have been described, 
including TNFR-1 and TNFR-2, TNFR-RP/TNFR-3, nerve growth 
10 factor receptor (NGFR) , CD27, CD30, CD40, 4-lBB, OX-40, 
FAS/APO-1 (CD95), DR3 (Wsl-1 /AP0-3/TRAMP) and DR4 . In 
addition, related viral proteins PV-T2 and PV-A53R encode 
soluble secreted members of the TNF receptor family . 

Several of the tumor necrosis factor receptors 

15 function in the process of regulated cell death, termed 
programmed cell death, or "apoptosis." TNFR-1, FAS/APO-1 
and DR3 are TNF receptors that transmit a suicidal signal 
through a conserved 80 amino acid cytoplasmic region 
known as a "death domain." Cytoplasmic death-domain 

20 containing proteins including FADD/MORTl (Fas-associated 
protein with death domain) and TRADD (TNFR-l-associated 
death domain protein) act as intracellular adaptor 
molecules in transmitting the ligand-dependent apoptotic 
signal initiated by a "death receptor." The FAS/APO-1 

25 receptor appears to directly interact with FADD/MORTl , 
while other death receptors such as TNFR-1 and DR3 
associate with TRADD, which acts as an adaptor molecule 
and recruits FADD/MORT. Despite its sequence homology to 
the similar domains present in the death receptors, the 

30 death domain of FADD does not induce apoptosis when 

over-expressed in mammalian cells and blocks apoptosis 
mediated by full-length FADD in a dominant negative 
fashion. However, FADD possesses another conserved 
domain denoted a "death effector domain" (DED) , which 
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mediates apoptosis when over-expressed in mammalian 
cells. Through its DED^- FADD binds to homologous domain,s 
present in the cysteine protease (caspase) FLICE/MACHl 
(caspase 8) . FLICE/MACHl is the most proximal caspase in 
5 a cascade of cysteine proteases that are triggered by 
ligand-dependent activation of the death receptors, 
ultimating resulting in programmed cell death. 

In addition to mediating apoptosis through 
FADD, the TRADD adaptor molecule can recruit other 

10 molecules to the aggregated receptor complex of TNFR-1 or 
DR3, including the death domain-containing protein RIP 
(receptor-interacting protein) and TRAF2, which lacks a 
death domain. While recruitment of FADD leads to 
activation of caspases and eventual cell death, 

15 recruitment of RIP and TRAF2 leads to activation of the 
NF-kB (nuclear factor kappa-B) pathway, which may protect 
cells from TNF-induced apoptosis. 

Programmed cell death plays a major role 
throughout development, as well as in the homeostatic 

20 control of cell numbers and in defense against 

intracellular pathogens. Furthermore, abnormalities in 
programmed cell death contribute Ko the pathogenesis of a 
number of diseases. For example, the failure of cells to 
undergo apoptotic cell death can be involved in cancers 

25 such as breast, prostate and ovarian cancer, in 
autoimmune diseases and in viral infections. 
Furthermore, a number of diseases are characterized by 
excessive apoptosis including acquired immunodeficiency 
syndrome (AIDS); neurodegenerative disorders such as 

30 Alzheimer's disease, Parkinson's disease and retinitis 
pigmentosa; osteoporosis; ischemic injury; vasculitis; 
hepatic necrosis; and cerebral or myocardial infarction. 
Excessive cell death also can contribute to 
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organ-specific autoimmune diseases such as Hashimoto 
thyroiditis. Therapies which are specifically designed 
to modulate apoptotic pathways can change the natural 
progression of these and other pathologies characterized 
5 by inadequate or excessive apoptosis. 

Unfortunately, the ability to provide effective 
therapeutic intervention is limited by the fact that 
critical polypeptide receptors and ligands involved in 
the process of apoptosis remain to be isolated. For 
10 example, novel TNF superfamily receptors, which can play 
a critical role in regulating apoptosis in particular 
cell types or under certain conditions, remain to be 
isolated. 

Thus, there exists a need to identify and 
15 isolate novel TNF superfamily receptors and ligands and 
their encoding nucleic acids. The present invention 
satisfies this need and provides related advantages as 
well. 

SUMMARY OF THE INVEtlTIQN 

20 The invention provides novel receptors of the 

tumor necrosis factor receptor family as well as ligands 
of the tumor necrosis factor family. In addition to the 
isolated receptors and ligands of the invention, there 
are provided encoding nucleic acids and related selective 

25 binding agents. 

BRIEF DESCRIPTION OF THE DRAWINGS 



Figure 1. Alignment of the extracellular 
domains of several representative tumor necrosis family 
receptors. Alignment was done by pileup program of GCG 
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software (Genetic Computer Group, Madison, WI) . Dominant 
residues are shown in upper case, or determined by the 
pretty program of the GCG software. 

Figure 2. hAP08 nucleotide sequence SEQ ID 
5 N0:1 and amino acid sequence SEQ ID NO: 2. 

Figure 3, AP08-related polypeptide (AP08RP) 
nucleotide sequence SEQ ID NO: 3 and amino acid sequence 
SEQ ID NO: 4. 



Figure 4 . (A) Alignment of the predicted 
10 amino acid sequence of AP08 with AP08RP- Identical amino 
acids are shaded black and homologous residues are shaded 
gray. Predicted signal peptides, transmembrane regions 
(TM regions) and death domains are indicated. (B) 
Sequence alignment of the death domains of AP08 , DR4, 
15 DR3, TNFR-1 and FAS/APO-1. Residues identical in more 
than 30% of sequences are shaded black and those 
homologous in greater than 30% of sequences are shaded 
gray. Residues corresponding to the site of the Ipr 
mutation in the murine FAS receptor are indicated by a A 
20 symbol. 

Figure 5. (A) Induction of apoptosis in MCF-7 
cells by overexpression of either the full-length AP08 
construct or AP08 mutant constructs. (B) Inhibition of 
AP08, AP08RP and DR3 induced apoptosis by progressive 

25 increasing amounts of dominant negative FADD (DN-FD) in 
293T cells. The DNA ratio of receptor to DN-FADD is 
shown in parenthesis. © Inhibition of AP08-induced 
apoptosis in MCF-7 cells by dominant negative FADD 
(DN-FD), dominant negative FLICE (FL-C360S) and the 

30 cysteine protease inhibitors CrmA and z-VAD-fmk. 

(D) AP08 and AP08RP activate the NF-kB pathway. Shown is 
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the relative luciferase activity from an NF-kB luciferase 
reporter in 293T cells cotransf ected with the indicated, 
reporter construct. 

Figure 6. hAP09 nucleotide sequence SEQ ID 
5 NO: 5 and amino acid sequence SEQ ID NO: 6. 

Figure 7, (A) mAP04-a long nucleotide 
sequence SEQ ID NO: 7 and amino acid sequence SEQ ID NO: 8. 
(B) mAP04-a short nucleotide sequence SEQ ID NO: 9 and 
amino acid sequence SEQ ID NO: 10. © hAP04-a nucleotide 
10 sequence SEQ ID NO: 11 and amino acid sequence SEQ ID 

NO: 12. (D) rAP04-a nucleotide sequence SEQ ID NO: 13 and 
amino acid sequence SEQ ID NO: 14. (E) mAP04-Y nucleotide 
sequence SEQ ID NO: 31 and amino acid sequence SEQ ID 
NO: 32. 

15 Figure 8. mAP04"3 nucleotide sequence SEQ ID 

NO: 15 and amino acid sequence SEQ ID NO: 16. 

Figure 9. hAP06 nucleotide sequence SEQ ID 
NO: 17 and amino acid sequence SEQ ID NO: 18. 

Figure 10. Alignment of representative ligands 
20 of the tumor necrosis factor family. Residues identical 
in more than 30% of sequences are shaded black and those 
homologous in greater than 30% of sequences are shaded 
gray. 

Figure 11. (A) hTNRLl-a nucleotide sequence 
25 SEQ ID NO: 17 and amino acid sequence SEQ ID NO: 20. (B) 
mTNRLl-a nucleotide sequence SEQ ID NO: 21 and amino acid 
sequence SEQ ID NO: 22. 
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Figure 12. (A) hTNRLl-p nucleotide sequence 
SEQ ID NO: 23 and amino acid sequence SEQ ID NO: 24. (B) 
mTNRLl-p nucleotide sequence SEQ ID NO:25 and amino acid 
sequence SEQ ID NO: 26. 

5 Figure 13. (A) hTNRL3 nucleotide sequence SEQ 

ID NO: 27 and amino acid sequence SEQ ID NO: 28. (B) 
mTNRL3 nucleotide sequence SEQ ID NO: 2 9 and amino acid 
sequence SEQ ID NO: 30. 

Figure 14. (A) Induction of apoptosis in 293T 
10 cells by expression of full-length human AP04 {hAP04) . 
Inhibition of AP04-induced apoptosis by various 
inhibitors of the caspase or JNK pathway are also shown. 
(B) hAP04 activates the JNK pathway. Shown is the 
relative luciferase activity from a c-Jun transactivating 
15 reporter in 293T cells cotransf ected with hAP04 in the 
presence or absence of the indicated inhibitor plasmid 
(JBD of JIP-1, MEKK1--D1369A, or DN-TRAF2) . (C) hAP04 
activates the NF-kB pathway. Shown is the relative 
luciferase activity from an NF-kB reporter construct in 
20 293T cells cotransf ected with hAP04 and empty vector^ 
dominant negative TRAF2 (DN-TRAF2) or lKBa-S32/36A. 

DETAILED DESCRIPTION OF THE INVENTION 

Members of the TNFR family are type I 
25 transmembrane receptors characterized by the presence of 
cysteine-rich pseudo-repeats in the extracellular domain. 
These cysteine rich regions, which are motifs of 
approximately 40 amino acids with about 6 cysteines, are 
involved in ligand binding. The average homology in the 
30 cysteine-rich extracellular region is in the range of 25% 
to 30%. In addition to a signal peptide, a large 
extracellular domain and hydrophobic transmembrane 
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region, receptors of the TNF family have cytoplasmic 
domains, which function in transmitting a 
ligand-dependent signal . 

The TNF receptor superfamily contains at least 
5 10 different cellular membrane proteins and several viral 
proteins encoding TNF receptor related molecules. The 
first cloned receptor of this family was the nerve growth 
factor receptor (NGFR) , and the TNF receptor superfamily 
of type I transmembrane receptors now includes TNFR-1 and 

10 TNFR-2, TNFR-RP/TNFR-3, nerve growth factor receptor 

(NGFR) , CD27, CD30, CD40, 4-lBB, OX-40, FAS/APO-1 (CD95) , 
DR3 (Wsl-l/APO-3/TRANP)^ and DR4 . In addition, related 
viral proteins PV-T2 and PV-A53R encode soluble secreted 
members of the TNF receptor family. Several members such 

15 as TNFR-1, TNFR-2 and NGFR have a broad tissue 

distribution, while CD27, CD30, CD40, 4-lBB and OX40 are 
chiefly restricted to cells of the lymphoid or 
hematopoietic systems . 



wo 99/11791 



PCT/US98/18393 



9 



Table 1 

PERCENTAGE AMINO ACID IDENTITY AND SIMILARITY 
BETWEEN VARIOUS RECEPTORS IN THE EXTRACELLULAR DOMAIN 



Receptor 


hAPOS 


hAP09 


inAP04-aL 


hAP06 




V O J. IM ■ Z, f 






(jlVi. 10 j 


TNFRl 


27.3 


21.8 


20.1 


17.0 




(46.5) 


(40.0) 


(39.0) 


(32.0) 


TNFR2 


25.8 


21.9 


22.4 


33.1 




(45.1) 


(41.0) 


(41.4) 


(45.0) 


Fas 


25.1 


27.2 


23.0 


20.4 




(45.5) 


(40. 9) 


(43.4) 


(38.7) 


DR3 


21.5 


21.6 


23.6 


28.4 




(40.2) 


(36. 6) 


(45.9) 


(49.6) 


DR4 


58.1 


57.0 


20.4 


16.8 




(70.6) 


(71.7) 


(36.6) 


(33.7) 



10 



Percentage similarity is shown in parenthesis 



The present invention is directed to the 
discovery of several new receptors belonging to the TNF 
family, designated an AP08 polypeptide, an AP08 related 
polypeptide (AP08RP) , an AP09 polypeptide, an AP04 

15 polypeptide, and an AP06 polypeptide. In general, the 
receptors of the invention are transmembrane proteins 
with large extracellular ligand-binding domains sharing 
16-60% sequence identity in this region with other 
members of the TNF receptor family (Figure 1 and Table 1 

2 0 above) . A preferred method for determining amino acid 
identity is by pairwise alignment using the gap program 
of GCG software (Genetic Computer Group, Madison, WI) 
using the default parameters. 
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The present invention provides an isolated AP08 
polypeptide, which is a novel TNF receptor having 
substantially the same amino acid sequence as AP08, or an 
active fragment thereof. An isolated AP08 polypeptide of 
5 the invention can have substantially the same amino acid 
sequence as the AP08 sequence SEQ ID NO: 2 shown in 
Figure 2 . 

An exemplary human AP08 polypeptide (hAPOS) is 
provided herein. hAPOS is a widely expressed polypeptide 

10 containing structural features reminiscent of known 
"death receptors," including an intracellular death 
domain. As disclosed herein, overexpression of hAP08 
results in apoptosis, which is caspase-dependent and also 
dependent upon the FADD/MORT adaptor molecule 

15 (Example II) . hAPOS also activates NF-kB expression 
through the TRADD adaptor molecule and, thus, can have 
anti-apoptotic activity- As further disclosed herein, 
hAP08 interacts directly with TRADD, thereby recruiting 
FADD/MORT. The hAPOS polypeptide of the invention can be 

20 useful in identifying selective enhancers or inhibitors 
of AP08 activity^ which can be used as novel therapeutics 
for the management of APOS-mediated diseases or diseases 
involving the dysfunction of programmed cell death.. In 
addition, nucleic acid molecules encoding hAPOS or 

25 apoptotic fragments of hAPOS can themselves be used as 
inducers or inhibitors of programmed cell death. 

The term "isolated," as used herein in 
reference to a polypeptide of the invention, means a 
polypeptide that is in a form that is relatively free 
30 from contaminating lipids, unrelated polypeptides, 
nucleic acids and other cellular material normally 
associated with the polypeptide in a cell. 
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As used herein, the term "AP08" means an AP08 
polypeptide and includes polypeptides having 
substantially the same amino acid sequence as the hAP08 
polypeptide having amino acid sequence SEQ ID NO: 2. 
5 hAP08 is a transmembrane protein of 411 amino acids 

having the amino acid sequence shown in Figure 2 , hAP08 
contains an N-terminal signal peptide of 51 amino acids, 
a large extracellular domain with characteristic TNF 
receptor family cysteine-rich regions, a hydrophobic 

10 transmembrane domain of 27 amino acids (residues 185 

to 212) and a C-terminal cytoplasmic domain (residues 213 
to 411) . The AP08 cytoplasmic domain includes a "death 
domain, " which is a conserved domain of about 80 amino 
acids present in pro-apoptotic TNF receptors such as 

15 TNFR-1, FAS/APO-1 and DR3 and that is required for 

apoptosis. Death domains also are present in several 
cytoplasmic proteins, and a homotypic association between 
death domains appears responsible for the interaction of 
these cytoplasmic proteins with TNFR-1, FAS/APO-1 and 

20 DR3. 

As disclosed in Example I, hAPOS RNA is 
expressed in a variety of tissues, with a particularly 
high level of expression observed in peripheral blood 
lymphocytes (PBL) . The results disclosed in Example II 

25 demonstrate that the hAPOS polypeptide of the invention 
exhibits caspase-dependent apoptotic activity and 
activates bJF-KB gene expression. Thus, hAP08 is a TNF 
family receptor, which, like TNFR-1 and DR3, activates 
NF-kB expression and promotes apoptosis through a cascade 

30 of cysteine proteases. 



The term AP08 encompasses a polypeptide having 
the sequence of the naturally occurring human AP08 
polypeptide (SEQ ID NO: 2) and is intended to include 



wo 99/11791 



PCT/US98/18393 



12 

related polypeptides having substantial amino acid 
sequence similarity to hAP08 (SEQ ID N0:2). Such related 
polypeptides exhibit greater sequence similarity to hAP08 
than to other polypeptides containing cysteine-rich 
5 pseudo-repeats or other death domain containing 

polypeptides and include alternatively spliced forms of 
hAP08^ species homologues, and isotype variants of the 
amino acid sequence shown in Figure 2 . The hAP08 
polypeptide disclosed herein has about 58% amino acid 

10 identity and about 71% amino acid similarity with the 
Death Receptor {DR4) . As used herein, the term AP08 
describes polypeptides generally having an amino acid 
sequence with greater than about 65% amino acid sequence 
identity with hAP08 (SEQ ID N0:2), preferably greater 

15 than about 75% amino acid identity with hAP08 (SEQ ID 

NO: 2), more preferably greater than about 8 5% amino acid 
identity with hAPOB (SEQ ID N0:2), and includes 
polypeptides having greater than about 90%, 95% or 97% 
amino acid identity with hAPOB (SEQ ID N0:2). 

20 The present invention also provides active 

fragments of the AP08 polypeptide of the invention. In 
general, the term "active fragment" means a polypeptide 
fragment having substantially the same amino acid 
sequence as a portion of the indicated polypeptide of the 

25 invention, provided that the fragment retains at least 

one biological activity of the polypeptide, A portion of 
a polypeptide generally has an amino acid sequence of 
about 15 to about 400 contiguous residues and can have, 
for example, an amino acid sequence of at least about 18, 

30 20, 25, 30, 35, 40, 50, 100, 150 or 200 contiguous 

residues. As described further below, the invention also 
provides active segments of the AP08 polypeptide of the 
invention. In general, an active segment is 
characterized, in part, by having substantially the same 
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amino acid sequence as a portion of the indicated 
polypeptide. Such an active segment generally has an 
amino acid sequence of about 15 to about 400 contiguous 
residues and can have, for example, an amino acid 
5 sequence of at least about 18, 20, 25, 30, 35, 40, 50 
100, 150 or 200 contiguous residues. 

As used herein, an "active fragment of an AP08 
polypeptide" is synonymous with "active fragment of AP08" 
or "active AP08 fragment" and means a polypeptide 

10 fragment having substantially the same amino acid 

sequence as a portion of an APOB polypeptide, provided 
that the fragment retains at least one biological 
activity of an AP08 polypeptide. An active fragment of 
an AP08 polypeptide can have, for example, an amino acid 

15 sequence that is identical or substantially the same as a 
portion of the amino acid sequence of hAP08 (SEQ ID 
NO: 2), provided that the fragment retains at least one 
biological activity of an AP08 polypeptide. A biological 
activity of AP08 can be, for example, the ability to bind 

20 ligand, bind TRADD or RIP, induce or suppress apoptosis, 
activate NF-kB expression, or induce or suppress cell 
proliferation, differentiation or cytokine secretion. 
Particularly useful active fragment of AP08 are 
polypeptide fragments having pro-apoptotic or 

25 anti-apoptotic activity. A biological activity of an 
APOB polypeptide or fragment can be routinely assayed; 
for example, apoptotic activity can be analyzed by 
transfecting an AP08 encoding nucleic acid and measuring 
the number of cells with apoptotic morphology, as set 

3 0 forth in Example II. 



An "active fragment of an AP08 polypeptide" 
also can be ;an active AP08 segment, which is a 
polypeptide portion having substantially the same amino 
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acid sequence as a portion of an AP08 polypeptide, 
provided that the segment does not consist of the 
identical amino acid sequence encoded by an expressed 
sequence tag having GenBank accession number AA223122 or 
5 AA232440 and provided that the segment retains at least 
one biological activity of an AP08 polypeptide. An 
active AP08 segment can have, for example, an amino acid 
sequence that is identical or substantially the same as a 
portion of the amino acid sequence of hAPOB (SEQ ID 
10 NO: 2), provided that the segment does not consist of the 
identical amino acid sequence encoded by an expressed 
sequence tag having GenBank accession number AA223122 or 
AA2324 40 and provided that the segment retains at least 
one biological activity of an AP08 polypeptide. 

15 In one embodiment, the invention provides 

active fragments that are soluble, extracellularly 
expressed forms of the receptors of the invention. Such 
a soluble active fragment includes the receptor ligand 
binding domain. Such a soluble active fragment can be an 

20 inhibitory polypeptide that binds ligand and opposes the 
biological function of full-length or membrane-bound 
receptor. For example, as disclosed herein, AP08 induces 
caspase-dependent apoptosis when expressed in BHK cells; 
a soluble form of the AP08 receptor can compete for 

25 binding to an AP08 ligand and reduce or inhibit the 
pro-apoptotic activity of AP08. Another use of such 
soluble forms of the receptors of the invention can be to 
transduce a signal across the surface of a cell which 
expresses the cognate ligand of the receptor. One 

30 skilled in the art understands that a soluble receptor 
can act in a systemic fashion, for example, to block the 
activity of full-length or membrane-bound receptors 
wherever the full-length receptor is expressed. 
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As used herein, the term "soluble" refers to a 
polypeptide that is not membrane bound. A particularly 
useful soluble polypeptide of the invention is secreted 
and, thus, expressed extracellularly . 

5 Provided herein is a soluble AP08 active 

fragment that includes an AP08 ligand binding domain • A 
soluble AP08 active fragment of the invention can be, for 
example, a truncated polypeptide encoding the 
extracellular domain of AP08. Such a soluble AP08 active 

10 fragment can have, for example, substantially the same 
amino acid sequence as the signal peptide and 
ligand-binding domain of hAP08 (amino acids 1 to 184 of 
hAP08 shown in Figure 1). One skilled in the art 
understands that a soluble AP08 active fragment is 

15 distinguished from a membrane-bound fragment by the 
deletion or inactivation of the transmembrane domain, 
which is shown as amino acids 185 to 212 in Figure 2. A 
soluble AP08 active fragment also can be, for example, an 
active AP08 segment. Active AP08 segments are described 

2 0 hereinabove . 

The present invention also provides an isolated 
AP08-related polypeptide, which is a novel TNF 
superfamily receptor having substantially the same amino 
acid sequence as AP08 or an AP08-related polypeptide. An 

25 isolated AP08 related polypeptide of the invention can 
have substantially the same amino acid sequence as the 
AP08 sequence SEQ ID NO: 2 shown in Figure 2 or 
substantially the same amino acid sequence as the AP08RP 
sequence SEQ ID NO: 4 shown in Figure 3. An AP08-related 

30 polypeptide is characterized, in part, by the ability to 
induce FADD-dependent apoptosis or the ability to 
activate NF-kB. As disclosed herein, AP08 and AP08RP 
activate NF-kB by a TRADD dependent pathway. As further 
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disclosed herein, AP08 and AP08RP interact directly with 
TRADD in co-immunoprecipitat ion experiments, and FADD is 
indirectly recruited to AP08 or AP08RP through TRADD. An 
AP08-related polypeptide of the invention can be useful 
5 in diagnosing an AP08-related polypeptide-mediated 

disease or in treating or reducing the severity of such a 
disease, as described further below. 

hAP08 related polypeptides include hAP08RP, a 
polypeptide of 410 amino acids, and hAP08, a polypeptide 

10 of 411 amino acids. hAPOBRP (SEQ ID NO: 4) and hAP08 (SEQ 
ID NO: 2) share an amino-terminal signal peptide of 51 
amino acids with about 53% amino acid identity (see 
Figure 4A) . An AP08 related polypeptide of the invention 
is characterized, in part, in that the amino-terminal 50 

15 residues of the mature polypeptide (residues 52 to 101) 
have at least about 30% amino acid identity with SEQ ID 
NO: 2. Although the DR4 sequence described in Pan et al.. 
Science 276:111-113 (1997) shares some similarity with 
hAP08 and hAPOSRP, the DR4 sequence has only about 28% 

20 amino acid identity in the amino-terminal region of the 
mature polypeptide (shown as SEQ ID NO: 2) . Thus, DR4 is 
not an AP08-related polypeptide, as defined herein. 

The term AP08-related polypeptide encompasses a 
polypeptide having the sequence of the naturally 

25 occurring human AP08 polypeptide (SEQ ID NO: 2) or the 

naturally occurring AP08-related polypeptide (AP08RP; SEQ 
ID NO: 4) and is intended to include related polypeptides 
having substantial amino acid sequence similarity to 
hAP08 (SEQ ID N0:2) or hAPOSRP (SEQ ID N0:4). Such 

30 related polypeptides exhibit greater sequence similarity 
to hAP08 or hAPOSRP than to other polypeptide containing 
cysteine-rich pseudo-repeats such as TNFR-1 or DR4 and 
include alternatively spliced forms of hAP08 and hAP08RP, 
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Species homologues, and isotype variants of the amino 
acid sequences shown in Figures 2 and 3A. As used 
herein, the term AP08-related polypeptide describes a 
polypeptide generally having an amino acid sequence with 
5 greater than about 50% amino acid sequence identity with 
hAP08 (SEQ ID NO: 2) and, in particular, having a sequence 
in which the amino terminal 5 0 residues of the mature 
polypeptide have at least about 30% identity with amino 
acids 52 to 101 of SEQ ID NO: 2. An AP08-related 

10 polypeptide preferably has an amino acid sequence in 
which the amino terminal 50 residues of the mature 
polypeptide have at least about 50% amino acid identity 
with amino acids 52 to 101 of SEQ ID NO: 2, more 
preferably greater than about 7 5% amino acid identity 

15 with amino acids 52 to 101 of SEQ ID N0:2, and can be a 
polypeptide in which the amino terminal 50 residues of 
the mature polypeptide have greater than about 8 5%, 90%, 
95% or 97% amino acid identity with amino acids 52 to 101 
of SEQ ID NO: 2. One skilled in the art understands that 

20 the term AP08-reiated polypeptide encompasses fusion 

proteins, in which a heterologous polypeptide sequence is 
fused N- or C- terminally, or is fused internally, for 
example, near the cleavage site of the signal peptide. 

The present invention also provides an isolated 
25 AP09 polypeptide having substantially the same amino acid 
sequence as AP09, or an active fragment thereof. An 
isolated AP09 polypeptide of the invention can have 
substantially the same amino acid sequence as the human 
AP09 sequence SEQ ID NO: 6 shown in Figure 6, 

30 As used herein, the term "AP09" means an AP09 

polypeptide and includes polypeptides having 
substantially the same amino acid sequence as the hAP09 
polypeptide having amino acid sequence SEQ ID NO: 6. A 
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short, alternatively spliced form of hAP09 having 259 
amino acids is shown in Figure 6. This hAP09 sequence 
contains an amino-terminal signal peptide (residues 1 to 
22) , a large extracellular ligand binding domain with 
5 characteristic TNF receptor family cysteine-r ich regions 
(residues 23 to 2 41) and a hydrophobic membrane-anchoring 
domain (residues 242 to 259) at the 3* end. The hAP09 
extracellular domain has significant homology to other 
TNF receptor polypeptides as shown in Figure 1. Human 
10 AP09 is most closely related to the DR4 death receptor, 
with 57% amino acid sequence identity and 71% amino acid 
sequence similarity in the extracellular domain. A stop 
codon is present immediately after the membrane-anchoring 
domain such that the short form of hAP09 shown in Figure 
15 6 lacks a cytoplasmic domain. Alternatively spliced, 

full-length forms of AP09 having a cytoplasmic signaling 
domain can mediate apoptosis; their function can be 
opposed by the short AP09 form shown in Figure 6. 

The term AP09 encompasses a polypeptide having 
the sequence of the naturally occurring human AP09 
polypeptide (SEQ ID NO: 6) and is intended to include 
related polypeptides having substantial amino acid 
sequence similarity to hAP09 (SEQ ID NO: 6) . Such related 
polypeptides exhibit greater sequence similarity to hAP09 
than to members of the TNF receptor superfamily and 
include alternatively spliced forms of hAP09, full-length 
forms having a cytoplasmic signaling domain, species 
homologues, and isotype variants. of the amino acid 
sequence shown in Figure 6. Such full-length forms or 
AP09 species homologues can be readily obtained by the 
skilled artisan using routine molecular techniques, for 
example, by screening an appropriate cDNA library with a 
portion of SEQ ID NO: 5 as a probe. As used herein, the 
term AP09 describes polypeptides generally having an 



25 



wo 99/11791 PCT/US98/18393 

19 

amino acid sequence with greater than about 55% amino 
acid sequence identity in. the extracellular domain and 
transmembrane domain with hAP09 (SEQ ID NO: 6), preferably 
greater than about 75% amino acid identity in the 
5 extracellular domain and transmembrane domain with hAP09 
(SEQ ID NO: 6), more preferably greater than about 85% 
amino acid identity in the extracellular domain and 
transmembrane domain with hAP09 (SEQ ID NO: 6), and 
includes polypeptides having greater than about 90%, 95% 
10 or 97% amino acid identity in the extracellular domain 
and transmembrane domain with hAP09 (SEQ ID NO: 6) . 

The present invention also provides active 
fragments of the AP09 polypeptide of the invention. As 
used herein, the term "active fragment of an AP09 

15 polypeptide" is synonymous with "active fragment of AP09" 
or "active AP09 fragment" and means a polypeptide 
fragment having substantially the same amino acid 
sequence as a portion of an AP09 polypeptide, provided 
that the fragment retains at least one biological 

20 activity of an AP09 polypeptide • An active fragment of 
an AP09 polypeptide can have, for example, an amino acid 
sequence that is identical or substantially the same as a 
portion of the amino acid sequence of hAP09 (SEQ ID 
NO: 6), provided that the fragment retains at least one 

25 biological activity of an AP09 polypeptide. A biological 
activity of AP09 can be, for example, the ability to bind 
ligand, the ability to induce or suppress apoptosis or 
the ability to induce or suppress cell proliferation, 
differentiation or cytokine secretion. A biological 

30 activity of an AP09 polypeptide or fragment can be 

routinely assayed; for example, apoptotic activity can be 
analyzed by transfecting an AP09 encoding nucleic acid 
and measuring the number of cells with apoptotic 
morphology, as set forth in Example II. 
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An "active fragment of an AP09 polypeptide" can 
be an active AP09 segment, which is a polypeptide portion 
having substantially the same amino acid sequence as a 
portion of an AP09 polypeptide, provided that the segment 
5 does not consist of the identical amino acid sequence by 
an expressed sequence tag having GenBank accession number 
AA031883, AA150849, T71406 or R10995 and provided that 
the segment retains at least one biological activity of 
an AP09 polypeptide. An act ive AP09 segment can have, 

10 for example, an amino acid sequence that is identical or 
substantially the same as a portion of the amino acid 
sequence of hAP09 (SEQ ID N0:6), provided that the 
segment does not consist of the identical amino acid 
sequence encoded by an expressed sequence tag having 

15 GenBank accession number AAG31883, AA150849, T71406 or 

R10995 and provided that the segment retains at least one 
biological activity of an AP09 polypeptide. 

In one embodiment, the invention provides a 
soluble AP09 active fragment that includes an AP09 ligand 

20 binding domain. A soluble AP09 active fragment of the 
invention can be,, for example,, a truncated polypeptide 
encoding the extracellular domain of AP09 . An exemplary 
soluble AP09 active fragment is provided in Figure 1 as 
amino acids 1 to 241 of hAP09 and includes the signal 

25 peptide and ligand binding domain. One skilled in the 
art understands that a soluble AP09 active fragment is 
distinguished from a membrane-bound fragment of AP09 by 
the deletion or inactivation of the hydrophobic 
membrane-anchoring domain, shown as amino acids 2 42 to 

30 259 in Figure 6. A soluble AP09 active fragment also can 
be, for example, an active AP09 segment. Active AP09 
segments are described hereinabove. 
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The present invention also provides an isolated 
AP04 polypeptide having substantially the same amino acid 
sequence as an AP04 polypeptide, or an active fragment 
thereof. An isolated AP04 polypeptide of the invention 
5 can have substantially the same amino acid sequence as 
murine AP04-aL (SEQ ID NO: 8) shown in Figure 7A, murine 
AP04-aS (SEQ ID NO: 10) shown in Figure 7B, human AP04-a 
(SEQ ID NO: 12) shown in Figure 7C, or rat AP04-a (SEQ ID 
NO: 14) shown in Figure 7D. An isolated AP04 polypeptide 
10 of the invention also can have substantially the same 
amino acid sequence as murine AP04-P (SEQ ID NO: 16) as 
shown in Figure 8 . 

As used herein, the term "AP04 polypeptide" 
means an AP04-a or AP04-^ polypeptide and includes 

15 polypeptides having substantially the same amino acid 
sequence as the mAP04-aL polypeptide (SEQ ID NO: 8), the 
mAP04-aS polypeptide (SEQ ID NO: 10), the hAP04-a 
polypeptide (SEQ ID N0:12), the rAP04-a polypeptide (SEQ 
ID N0:14) or the mAP04-3 polypeptide (SEQ ID N0:16). 

20 Murine AP04-a is an alternatively spliced protein 

including an amino-terminal signal peptide, cysteine-rich 
pseudo-repeats characteristic of the TNF receptor family 
and a highly hydrophobic stretch of amino acids 
representing a transmembrane domain. The short mAP04-a 

25 isoform (mAP04-aS) is encoded by an open reading frame of 
214 amino acids and includes a short cytoplasmic tail, 
while the long mAP04-aL isoform (mAP04-aL) is a 
polypeptide of 416 amino acids with a unique cytoplasmic 
tail having no significant homology to other members of 

30 the TNF receptor family. The truncated mAP04-aS 

polypeptide. can compete for binding to an AP04-a ligand, 
thereby opposing the function of a long form of AP04-ct 
such as mAP04-aL. 
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Human AP04-a (hA.P04-a) is another AP04 
polypeptide of the invention. The nucleotide sequence 
encoding hAP04-a is shown in Figure 7C. This sequence 
encodes an hAP04-a polypeptide of 423 amino acids with 
5 70.7% amino acid identity and 81.1% amino acid similarity 
to mAP04"a. As shown in Figure 7C, the hAP04-a 
polypeptide possesses a signal peptide (residues 1 to 
23), a putative transmembrane domain (residues 178 to 
191) and the characteristic cytoplasmic domain of AP04 

10 polypeptides. Rat AP04-a (rAP04-a) is another AP04 

polypeptide of the invention. The available sequence of 
the rAP04-a cDNA is shown in Figure 7D. The cytoplasmic 
tail of rAP04-a contains the unique AP04 cytoplasmic 
domain and is 80% identical with mAP04-a at the amino 

15 acid level. Murine AP04-3 (mAP04-(J) is another AP04 

polypeptide of the invention; the available sequence of 
mAP04-3 is shown in Figure 8. Finally, murine AP04-Y 
(mAP04-Y) is another AP04 peptide of the invention whose 
sequence is shown in Figure 7E. mAP04-Y lacks a 

20 transmembrane domain and therefore represents a soluble 
receptor which can compete for binding to the AP04 
ligand, thereby opposing the function of the long forms 
of mAP04 such as mAP04-aL. 

The term AP04 polypeptide encompasses a 
25 polypeptide having the sequence of naturally occurring 
murine AP04-aL (SEQ ID N0:8) or AP04-aS (SEQ ID NOrlO), 
naturally occurring human AP04-a (SEQ ID NO: 12) or rat 
AP04-0i (SEQ ID NO: 14) or naturally occurring murine 
AP04-P (SEQ ID NO: 16) or naturally occurring murine AP04- 
30 Y (SEQ ID NO:32) and is intended to include related 
polypeptides having substantial amino acid sequence 
similarity to SEQ ID N0S:8, 10, 12, 14, 16 or 32, Such 
related polypeptides exhibit greater sequence similarity 
to mAP04-aL, mAP04-aS, hAP04-a, rAP04-a, mAP04-p or 
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mAP04-Y than to other TNF family receptors and include 
alternatively spliced forms of human, murine or rat 
AP04-a, AP04-3 or APO^-y full-length forms of AP04, 
species homologues, and isotype variants of the amino 
5 acid sequences shown in Figures 7 and 8. As used herein, 
the term AP04 polypeptide describes polypeptides 
generally including an amino acid region with greater 
than about 35% amino acid sequence identity with mAP04-aL 
(SEQ ID NO: 8), mAP04-aS (SEQ ID NO: 10), hAP04-a (SEQ ID 

10 N0:12), rAP04-a (SEQ ID N0:14) or mAP04-p (SEQ ID NO:16). 
In particular, an AP04 polypeptide can have greater than 
about 55% amino acid identity, preferably greater than 
about 65% amino acid identity, more preferably greater 
than about 75% amino acid identity, still more preferably 

15 greater than about 85% amino acid identity and most 

preferably greater than about 90%, 95% or 97% amino acid 
identity with mAP04-aL (SEQ ID N0:8), mAP04-aS (SEQ ID 
NOilO), hAP04-a (SEQ ID NO: 12), rAP04-a (SEQ ID NO: 14), 
/ mAP04-p (SEQ ID N0:16) or mAP04-Y (SEQ ID NO:32). 

20 The present invention also provides active 

fragments of the AP04 polypeptides of the invention. As 
used herein, the term "active fragment of an APp4 
polypeptide" is synonymous with "active fragment of AP04" 
or "active AP04 fragment" and means a polypeptide 

25 fragment having substantially the same amino acid 

sequence as a portion of an AP04-a, AP04-(3 or AP04-Y 
polypeptide, provided that the fragment retains at least 
one biological activity of an AP04 polypeptide. An 
active fragment of an AP04 polypeptide can have, for 

30 example, an amino acid sequence that is. identical or 
substantially the same as a portion of the amino acid 
sequence of mAP04-aL (SEQ ID N0:8), mAP04-aS (SEQ ID 
NO:10), hAP04-a (SEQ ID NO: 12), rAP04-a (SEQ ID NO: 14), 
mAP04-p (SEQ ID N0:16), or AP04-Y (SEQ ID NO: 32), 
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provided that the fragment retains at least one 
biological activity of an AP04 polypeptide, A biological 
activity of an AP04 polypeptide can be, for example, the 
ability to bind an AP04 ligand, the ability to induce or 
5 suppress apoptosis, the ability to activate the JNK 
pathway, or the ability to induce or suppress cell 
proliferation, differentiation or cytokine secretion, A 
biological activity of an AP04 polypeptide or fragment 
can be routinely assayed; for example, apoptotic activity 
10 can be analyzed by transfecting an AP04 encoding nucleic 
acid and measuring the number of cells with apoptotic 
morphology, as set forth in Example II. 

An active fragment of AP04 also be, for 
example, a cytoplasmic fragment of AP04. An active 
15 fragment of AP04 can be an N-terminal fragment having the 
amino terminal 355 amino acids of AP04, which was able to 
activate the JNK pathway in 2 93 EBNA cells. 

An "active fragment of an AP04 polypeptide" 
also can be an active segment of an AP04 polypeptide. 

20 Such an active segment is a polypeptide portion having 
substantially the same amino acid sequence as a portion 
of an AP04 polypeptide, provided that the segment does 
not consist of the identical amino acid sequence encoded 
by an expressed sequence tag having GenBank accession 

25 number AA036247, AA003356, W55289; AA445805 or W56529 and 
provided that the segment retains at least one biological 
activity of an AP04 polypeptide. An active AP04 
polypeptide segment can have, for example, an amino acid 
sequence that is identical or substantially the same as a 

3 0 portion of the amino acid sequence of mAP04-c(L (SEQ ID 
NO: 8), mAP04-aS (SEQ ID NO: 10), hAP04-a (SEQ ID NO: 12), 
rAP04-a (SEQ ID N0:14), mAP04-p (SEQ ID N0:16) or AP04-Y 
(SEQ ID NO: 32), provided that the segment does not 
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consist of the identical amino acid sequence encoded by 
an expressed sequence tag having GenBank accession number 
AA036247, AA003356, W55289, AA445805 or W56629 and 
provided that the segment retains at least one biological 
5 activity of an AP04 polypeptide. 

In one embodiment, the invention provides a 
soluble active fragment of an AP04 polypeptide. Such a 
soluble active fragment includes the ligand binding 
domain of an AP04 polypeptide and can be, for example, a 

10 truncated polypeptide encoding the extracellular domain 
of an AP04 polypeptide. A soluble active fragment of an 
AP04 polypeptide can have, for example, substantially the 
same amino acid sequence as the signal peptide and 
ligand-binding domain of mAP04-a (amino acids 1 to 177 of 

15 inAP04-a shown in Figure 7A) or substantially the same 

sequence as mAP04-Y (Figure 7E) or substantially the same 
sequence as the signal peptide and ligand-binding domain 
of hAP04-a (amino acids 1 to 177 of hAP04-a shown in 
Figure 7C) . A specific example of such a soluble 

20 fragment is mAP04-Y. One skilled in the art understands 
that a soluble active fragment of an AP04 polypeptide is 
distinguished from a membrane-bound form by deletion or 
inactivation of the transmembrane domain. The 
transmembrane domain of murine AP04-a is shown in Figure 

25 7A as amino acids 173 to 191, and the transmembrane 
domain of human AP04-a is shown in Figure 7C as amino 
acids 178 to 191. A soluble active fragment of an AP04 
polypeptide also can be, for example, an active segment 
of an AP04 polypeptide. Such active segments of AP04 

30 polypeptides are described hereinabove. 

In another embodiment, the invention provides 
an AP04-related polypeptide, which has a sequence with 
substantial similarity to the unique cytoplasmic domain 
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of an AP04 polypeptide. The AP04 cytoplasmic domain is a 
conserved region that can function to promote 
self-association or association with a different protein. 
The AP04 cytoplasmic domain also can promote 
5 ligand-dependent cell survival, proliferation, 

differentiation or death. An AP04 -related polypeptide 
can be, for example, a transmembrane receptor including a 
cytoplasmic domain having substantial similarity to the 
cytoplasmic domain of mAP04-aL or hAP04-a, The 

10 extracellular domain of an AP04-related polypeptide 
receptor can be substantially the same as, or can be 
entirely different than the extracellular domain of an 
AP04 polypeptide. AP04-related polypeptides also include 
intracellularly expressed polypeptides that contain one 

15 or more AP04 cytoplasmic domains . An AP04 cytoplasmic 
domain can have, for example, the amino acid sequence 
shown as amino acids 192 to 416 in Figure 7A, the amino 
acid sequence shown as amino acids 192 to 423 in Figure 
7C, or an amino acid sequence with substantial similarity 

20 to one of these sequences. 

The invention further provides an isolated AP06 
polypeptide having substantially the same amino acid 
sequence as AP06, or an active fragment thereof. An 
isolated AP06 polypeptide of the invention can have, for 
25 example, substantially the same amino acid sequence as 
the human AP06 sequence SEQ ID NO: 18 shown in Figure 9. 

As used herein, the term "AP06" means an AP06 
polypeptide and includes polypeptides having 
substantially the . same amino acid sequence as the hAP06 
30 polypeptide having amino acid sequence SEQ ID NO: 18. A 
partial nucleotide sequence encoding hAP06, which lacks 
5' and 3' sequence, is shown in Figure 9. The available 
hAP06 sequence shows about 33% homology to the 
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extracellular domain of TNFR-2, The partial AP06 
sequence shown in Figure 9 can be part of a full-^length 
AP06 transmembrane receptor. 

The term AP06 encompasses a polypeptide having 
5 the sequence of the naturally occurring human AP06 
polypeptide (SEQ ID NO: 18) and is intended to include 
related polypeptides having substantial amino acid 
sequence similarity to hAP06 (SEQ ID N0:18). Such 
related polypeptides exhibit greater sequence similarity 

10 to hAP06 than to other members of the TNF receptor 

superfamily and include alternatively spliced forms of 
hAP06, full-length forms of AP06 having a cytoplasmic 
signaling domain^ species homologues, and isotype 
variants of the amino acid sequence shown in Figure 9. 

15 Such full-length forms or AP06 species homologues can be 
readily obtained by the skilled artisan using routine 
molecular techniques, for example, by screening an 
appropriate cDNA library with a portion of SEQ ID NO: 17 
as a probe. As used herein, the term AP06 describes 

2 0 polypeptides generally having an amino acid sequence with 
greater than about 40% amino acid identity with the 
extracellular domain of hAP06 (SEQ ID N0:18), preferably 
greater than about 65% amino acid identity with the 
extracellular domain of hAP06 (SEQ ID N0:18), more 

25 preferably greater than about 75% amino acid identity 
with the extracellular domain of hAP06 (SEQ ID NO: 18), 
still more preferably greater than about 75% amino acid 
identity with the extracellular domain of hAP06 (SEQ ID 
NOrlB), and most preferably about 90%, 95% or 97% amino 

30 acid identity with the extracellular domain of hAP06 (SEQ 
ID N0:18) . 

The present invention also provides active 
fragments of the AP06 polypeptide of the invention. As 
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used herein, the term "active ' fragment of an AP06 
polypeptide" is synonymous with "active fragment of AP06 
or "active AP06 fragment" and means a polypeptide 
fragment having substantially the same amino acid 
5 sequence as a portion of an AP06 polypeptide, provided 
that the fragment retains at least one biological 
activity of an AP06 polypeptide. An active fragment of 
an AP06 polypeptide can have, for example, an amino acid 
sequence that is identical or substantially the same as 

10 portion of an amino acid sequence of hAP06 (SEQ ID 

N0:18), provided that the fragment retains at least one 
biological activity of an AP06 polypeptide. Biological 
activities of AP06 include the ability to bind an AP06 
ligand, the ability to induce or suppress apoptosis and 

15 the ability to induce or suppress cell proliferation, 
differentiation or cytokine secretion. A biological 
activity of an AP06 polypeptide or fragment can be 
routinely assayed; for example, apoptotic activity can b 
analyzed by transfecting an AP06 encoding, nucleic acid 

20 and measuring the number of cells with apoptotic 
morphology, as set forth in Example II. 

An active fragment of an AP06 polypeptide also 
can be an active AP06 segment, which is a polypeptide 
segment having substantially the same amino acid sequenc 

25 as a portion of an AP06 polypeptide, provided that the 
segment does not consist of the identical amino acid 
sequence encoded by an expressed sequence tag having 
GenBank accession number AA025673, AA025672, AA155701, 
AA155646, W67560 or AA158406 and provided that the 

30 segment retains at least one biological activity of an 
AP06 polypeptide. An active AP06 segment can have, for 
example, an amino acid sequence that is identical or 
substantially the same as a portion of the amino acid 
sequence of hAP06 (SEQ ID N0:18), provided that the 
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segment does not consist of the identical amino acid 
sequence encoded by an expressed sequence tag having 
GenBank accession number AA025673, AA025672, AA155701, 
AA155646, W57560 or AA158405 and provided that the 
5 segment retains at least one biological activity of an 
AP06 polypeptide. 

In one embodiment, the invention provides a 
soluble AP06 active fragment that includes an AP06 ligand 
binding domain, A soluble AP06 active fragment can be, 

10 for example, a truncated polypeptide encoding the 

extracellular domain of an AP06 polypeptide. A soluble 
AP06 active fragment can have, for example, substantially 
the same amino acid sequence as amino acids 1 to 168 of 
the hAP06 sequence shown in Figure 1. Soluble AP06 

15 active fragments are distinguished from membrane-bound 
forms by the absence of a functional transmembrane 
domain. A soluble AP06 active fragment also can be, for 
example, an active AP06 segment. Active AP06 segments 
are described hereinabove. 

20 Ligands of the TNF ligand superfamily are 

acidic, TNF-like molecules with approximately 20% 
sequence homology in the extracellular receptor-binding 
domain. Most exist principally as type II membrane 
glycoproteins, with the biologically active form a 

25 trimeric or multimeric complex. Like the prototypic 
TNF-a molecule, most have a large C- terminal 
extracellular domain, a single transmembrane spanning 
region and a variable amino-terminal cytoplasmic domain. 
The TNFR ligand family includes TNF-a, TNF-p, LXP, FAS 

30 ligand, CD27 ligand, CD30 ligand, CD40 ligand, 4-lBB 
ligand, OX40 ligand and FAS/AP0~1 ligand. Although 
members of the TNF ligand superfamily typically are cell 
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surface-expressed molecules, soluble forms of TNF-a, 
TNF-3 and FAS ligand also have been identified. 

Disclosed herein is subfamily of polypeptide 
ligands designated the tumor necrosis factor related 
5 ligand 1 (TNRLl) subfamily. Thus, the present invention 
provides an isolated TNRLl polypeptide having 
substantially the same amino acid sequence as TNRLl, or 
an active fragment thereof. An isolated TNRLl 
polypeptide of the invention can have, for example, 
10 substantially the same amino acid sequence as the 

sequence of human TNRLl-a (SEQ ID NO:20); murine TNRLl-a 
(SEQ ID NO:22); human TNRL1-|S (SEQ ID NO:24) or murine 
TNRLl-p (SEQ ID NO:26). 

As used herein, the term "TNRLl" means a TNRLl 
15 polypeptide and includes polypeptides having 

substantially the same amino acid sequence as the 
hTNRLl-a polypeptide having amino acid sequence SEQ ID 
NO: 20; the mTNRLl-a polypeptide having amino acid 
sequence SEQ ID NO: 22; the hTNRLl-3 polypeptide having 
20 amino acid sequence SEQ ID NO: 24; and the mTNRLl-3 
polypeptide having amino acid sequence SEQ ID NO:2 5. 
Human TNRLl-a (hTNRLl-a) is a polypeptide of at least 
230 (?) amino acids; the available hTNRLl-a nucleotide 
(SEQ ID NO: 19) and amino acid sequence (SEQ ID NO: 20) are 
25 shown in Figure llA. Human TNRLl-a (SEQ ID NO: 20) 

exhibits about 25% amino acid identity and about 4 9% 
amino acid similarity to TNF-a. 

Murine TNRLl-a (mTNRLl-a) is the homolog of 
human TNRLl-a and also is an TNRLl polypeptide of the 
30 invention. mTNRLl-a is a polypeptide of at least 290 
amino acids; the available mTNRLl-a nucleotide (SEQ ID 
NO: 21) and amino acid sequence (SEQ ID NO: 22) are shown 
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in Figure IIB. Murine TNRLl-a (SEQ ID NO:22) is about 
68% identical and 81% similar to human TNRLl-a at the 
amino acid level. 

Human TNRLl-p (hTNRLl-p) also is a TNRLl 
5 polypeptide of the invention. Human TNRLl-p is a 

polypeptide of 250 amino acids; the hTNRLl-p nucleotide 
sequence (SEQ ID NO: 23) and amino acid sequence (SEQ ID 
NO: 24) are shown in Figure 12A. The hTNRLl-|3 polypeptide 
(SEQ ID NO: 24) is about 31% identical and 55% similar to 
10 hTNRLl-a at the amino acid level and is more distantly 
related to TNF-a (see Figure 10) . 

Murine TNRLl-p (mTNRLl-P) , the homolog of human 
TNRLl-3, also is a TNRLl polypeptide of the invention. 
The nucleotide (SEQ ID NO: 25) and corresponding amino 
15 acid sequence (SEQ ID NO: 26) of full-length mTNRLl-p are 
shown in Figure 12B. 

The term TNRLl encompasses a polypeptide having 
the sequence of the naturally occurring human TNRLl-a 
polypeptide SEQ ID NO: 20, the murine TNRLl-a polypeptide 

20 SEQ ID NO:22, the human TNRLl-p polypeptide SEQ ID NO:24, 
or the murine TNRLl-p polypeptide SEQ ID NO: 26 and is 
intended to include related polypeptides having 
substantial amino acid sequence similarity to hTNRLl-a, 
mTNRLl-a, hTNRLl-p or mTNRLl-p, Such related 

25 polypeptides exhibit greater sequence similarity to 

hTNRLl-.a, mTNRLl-a, hTNRLl-p or mTNRLl-p than to other 
members of the TNF ligand superfamily, such as TNF-a, and 
include alternatively spliced forms of hTNRLl-a, full- 
length forms of hTNRLl-a, mTNRLl-a, hTNRLl-^ or raTNRLl-p, 

30 species homologues, and isotype variants of the amino 
acid sequences shown in Figures 11 and 12. As used 
herein, the term TNRLl describes polypeptides generally 
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having an amino acid sequence with greater than about 30% 
amino acid identity with hTNRLl-a (SEQ ID NO: 20) , 
mTNRLl-a (SEQ ID NO:22), hTNRLl-p (SEQ ID NO: 24) or 
mTNRLl"P (SEQ ID NO:26), preferably greater than about 
5 35% amino acid identity with hTNRLl-a (SEQ ID NO: 20), 
mTNRLl-a (SEQ ID NO: 22), hTNRLl-p (SEQ ID NO: 24) or 
mTNRLl-p (SEQ ID NO:26), more preferably greater than 
about 4 5% amino acid identity with hTNRLl-a (SEQ ID 
NO:20), mTNRLl-a (SEQ ID NO:22) , hTNRLl-|3 (SEQIDNO:24) 
10 or mTNRLl-3 (SEQ ID NO:26), and most preferably about 
65%, 75%, 85%, 90%, 95% or 97% amino acid identity with 
hTNRLl-a (SEQ ID NO: 20), mTNRLl-a (SEQ ID NO: 22), 
hTNRLl-3 (SEQ ID NO:24) or mTNRLl-p (SEQ ID NO:26). 

The present invention also provides an isolated 
15 TNRLl polypeptide having substantially the same amino 

acid sequence as TNRLl, or an active fragment of a TNRLl 
polypeptide of the invention. An isolated TNRLl 
polypeptide of the invention can have, for eKample, 
substantially the same amino acid sequence as the human 
20 TNRLl (SEQ ID NO: 20) shown in Figure 11. 

The present invention also provides active 
fragments of a TNRLl polypeptide of the invent:ion. As 
used herein, the term "active fragment of an TNRLl 
polypeptide" is synonymous with "active fragment of 

25 TNRLl" or "active TNRLl fragment" and means a polypeptide 
fragment having substantially the same amino acid 
sequence as a portion of a TNRLl polypeptide, provided 
that the fragment retains at least one biological 
activity of a TNRLl polypeptide. An active fragment of a 

30 TNRLl polypeptide can have, for example, an amino acid 

sequence that is identical or substantially the same as a 
portion of the amino acid sequence of hTNRLl-a (SEQ ID 
NO:20), mTNRLl-a (SEQ IDNO:22), hTNRLl-p (SEQIDNO:24) 
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or mTNRLl-3 (SEQ ID NO:26), provided that the fragment 
retains at least one biological, activity of a TNRLl 
polypeptide. A biological activity of a TNRLl 
polypeptide can be, for example, the ability to bind a 
5 TNRLl receptor, the ability to induce or suppress 
apoptosis or the ability to induce or suppress cell 
proliferation, differentiation or cytokine secretion. A 
biological^ activity of a TNRLl polypeptide or fragment 
can be routinely assayed; for example, apoptotic activity 
10 can be analyzed by treating BJAB cells with polypeptide 
and assaying cell survival as set forth in Example VI. 



An "active fragment of >a TNRLl polypeptide" 
also can be an active TNRLl segment, which is a 
polypeptide segment having substantially the same amino 

15 acid seguence as a portion of a TNRLl polypeptide, 
provided that the segment does not consist of the 
identical amino acid seguence encoded by an expressed 
sequence tag having GenBank accession number AA166695, 
T87299, R16882, AA254047, AA056924, AA057069, N91O02, 

20 N79018 or AA497494 or TIGR sequence number M78231 and 

provided that the segment retains at least one biological 
activity of a TNRLl polypeptide. An active TNRLl 
segment can have, for example, an amino acid sequence 
that is identical or substantially the same as a portion 

25 of the amino acid sequence of hTNRLl-a (SEQ ID MO: 20), 
mTNRLl-a (SEQ ID NO:22), hTNRLl-|3 (SEQ ID NO:24) or 
mTNRLl"p (SEQ ID NO:26), provided that the segment does 
not consist of the identical amino acid sequence encoded 
by an expressed sequence tag having GenBank accession 

30 number AA166695, T87299, R16882, AA254047, .AA056924, 
AA057069, N91002, N79018 or AA497494 or TIGR sequence 
number M78231 and provided that the segment retains at 
least one biological activity of a TNRLl polypeptide. 
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In one embodiment, the invention provides a 
soluble active fragment of a TNRLl ligand of the 
invention, where the active fragment includes the TNRLl 
receptor binding domain. A TNRLl ligand of the invention 
5 can be, for example, a membrane-bound ligand that 
transduces a signal when the cell on which it is 
expressed contacts a cell bearing its cognate receptor 
or, alternatively, a soluble form of TNRLl can be 
expressed extracellularly and bind a distant 
10 receptor-bearing cell. Such a soluble TNRLl active 

fragment can have the activity of a full-length TNRLl of 
the invention or can be an inhibitory polypeptide that 
opposes the biological function of full-length ligand. 

Thus, the invention provides a soluble TNRLl 

15 active fragment that includes a TNRLl receptor binding 
domain. A soluble TNRLl active fragment can be, for 
example, a truncated polypeptide encoding the 
extracellular domain of a TNRLl polypeptide and can have, 
for example, an amino acid sequence that is identical or 

20 substantially the same as amino acids 22 to 225 of 

hTNRLl-a, amino acids 32 to 24 3 of mTNRLl-a, amino acids 
50 to 250 of hTNRLl-p or amino acids 42 to 241 of 
mRNRL-p, shown in Figure 10. One skilled in the art 
understands that soluble TNRLl active fragments lack a 

25 functional TNRLl transmembrane domain. A soluble TNRLl 
active fragment also can be an active TNRLl segment. 
Segments having an amino acid sequence identical to the 
amino acid sequence encoded by an expressed sequence tag 
having GenBank accession number AA166695, T87299, R16882, 

30. AA254047, AA056924, AA057069, N91002, N79018 or AA497494 
or TIGR sequence number M78231 are excluded from the 
definition of an active TNRLl segment, as defined herein. 
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The present invention further provides an 
isolated TNRL3 polypeptide having substantially the same 
amino acid sequence as TNRL3, or an active fragment 
thereof. An isolated TNRL3 polypeptide of the invention 
5 can have, for example, substantially the same amino acid 
sequence as the human TNRL3 (SEQ ID NO: 28) or murine 
TNRL3 (SEQ ID NO:30) sequence shown in Figure 13, 



As used herein, the term "TNRL3" means a TNRL3 
polypeptide and includes polypeptides having 

10 substantially the same amino acid sequence as the hTNRL3 
polypeptide having amino acid sequence SEQ ID NO: 28 or 
the mTNRL3 polypeptide having amino acid sequence SEQ ID 
NO: 30. A partial nucleotide sequence encoding the 3' 
portion of hTNRL3 is shown in Figure 13A. The available 

15 sequence shows homology to TRAIL ligand and to other 
members of the TNF ligand superfamily (see Figure 10). 
The murine TNRL3 homolog, mTNRL3, also is a TNRL3 
polypeptide of the invention. The partial nucleotide and 
amino acid sequence of murine TNRL3 lacks some 5 ' 

20 sequence; the available sequence is shown in Figure 13B. 

The term TNRL3 encompasses a polypeptide having 
the sequence of naturally occurring human TNRL3 (SEQ ID 
NO: 28) or murine TNRL3 (SEQ ID NO: 30) and is intended to 
include related polypeptides having substantial amino 

25 acid sequence similarity to the human or murine TNRL3 
polypeptides SEQ ID NOS:28 or 30, Such related 
polypeptides exhibit greater sequence similarity to 
hTNRL3 or mTNRL3 than to other members of the TNF ligand 
superfamily such as TRAIL and include alternatively 

30 spliced forms of hTNRL3 or mTNRL3, species homologues, 
full-length forms and isotype variants of the amino acid 
sequences shown in Figure 13. As used herein, the term 
TNRL3 describes polypeptides generally having an amino 
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acid sequence with greater than about 30% amino acid 
sequence identity with hTNRL3 or mTNRL3 (SEQ ID NO: 28 or 
SEQ ID MO: 30), preferably greater than about 35% amino 
acid identity with hTNRL3 or mTNRLS, more preferably 
5 greater than about 4 5% amino acid identity with hTNRL3 or 
mTNRL3 (SEQ ID NO:28 or SEQ ID NO: 30), still more 
preferably greater than about 65% amino acid identity 
with hTNRL3 or jaTNRL3 (SEQ ID NO:28 or SEQ ID N0:30), and 
most preferably about 75%, 85%, 90%, 95% or 97% amino 
10 acid identity with hTNRL3 or mTNRL3 (SEQ ID NO: 28 or SEQ 
ID NO:30) . 

Further provided herein is an active fragment 
of a TNRL3 polypeptide of the invention. As used herein, 
the term "active fragment of an TNRL3 polypeptide" is 

15 synonymous with "active fragment of TNRL3" or "active 
TNRL3 fragment" and means a polypeptide fragment having 
substantially the same amino acid sequence as a portion 
of a TNRL3 polypeptide, provided that the fragment 
retains at least one biological activity of a TNRL3 

20 polypeptide. An active fragment of a TNRL3 polypeptide 
can have, for example, substantially the same amino acid 
sequence as a portion of hTNRL3 (SEQ ID NO: 28) or mTNRL3 
(SEQ ID NO: 30), provided that the fragment retains at 
least one biological activity of a TNRL3 polypeptide. A 

25 biological activity of a TNRL3 polypeptide can be, for 
example, the ability to bind a TNRL3 receptor, the 
ability to induce or suppress apoptosis or the ability to 
induce or suppress cell proliferation, differentiation or 
cytokine secretion. A biological activity of a TNRL3 

30 polypeptide or fragment can be routinely assayed; for 
example, apoptotic activity can be analyzed by treating 
BJAB cells with polypeptide and assaying cell survival as 
set forth in Example VI. 
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An "active fragment of a -TNRL3 polypeptide" 
also can be an active TNRL3 segment, which is a 
polypeptide segment having substantially the same amino 
acid sequence as a portion of a TNRL3 polypeptide, 
5 provided that the segment does not consist of the amino 
acid sequence, or a segment thereof, encoded by an 
expressed sequence tag having GenBank accession number 
R55285, N35070, C00994 or AA221610 and provided that the 
segment retains at least one biological activity of a 

10 TNRL3 polypeptide. An active TNRL3 segment can have, for 
example, an amino acid sequence that is identical or 
substantially the same as a portion of the amino acid 
sequence of hTNRL3 (SEQ ID NO: 28) or mTNRLS (SEQ ID 
NO: 30), provided that the segment does not consist of the 

15 amino acid sequence, or a segment thereof, encoded by an 
expressed sequence tag having GenBank. accession number 
R55285, N35070, C00994 or AA221610 and provided that the 
segment retains at least one biological activity of a 
TNRL3 polypeptide. 

20 In one embodiment, the invention provides a 

soluble TNRL3 active fragment that includes a TNRL3 
receptor binding domain. Such a soluble TNRL3 active 
fragment can be, for example, a truncated polypeptide 
encoding the extracellular domain of a TNRL3 polypeptide. 

25 Soluble TNRL3 active fragments can have, for example, an 
amino acid sequence that is identical or substantially 
the same as amino acids 4 to 208 of hTNRL3 or amino acids 
7 to 211 of mTNRL3, as shown in Figure 10. Such a 
soluble TNRL3 active fragment lacks a functional 

30 transmembrane domain. A soluble TNRL3 active fragment 
also can be, for example, an active TNRL3 segment. Such 
active TNRL3 segments are described hereinabove. 
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As used herein, the term "substantially the 
same amino acid sequence, " ^ when used in reference to a 
polypeptide, fragment or segment of the invention, is 
intended to mean a polypeptide, fragment or segment 
5 having an identical amino acid sequence, or a 
, polypeptide, fragment or segment having a similar, 
non-identical sequence that is considered by those 
skilled in the art to be a functionally equivalent amino 
acid sequence. For example, polypeptide including 

10 substantially the same amino acid sequence as AP08 can 
have an amino acid sequence identical to the sequence of 
hAPOB (SEQ ID NO: 2) shown in Figure 2, or a similar, 
non-identical sequence that is functionally equivalent. 
An amino acid sequence that is "substantially the same" 

15 can have one or more modifications such as amino acid 
additions or substitutions relative to the amino acid 
sequence shown, provided that the modified polypeptide 
retains substantially at least one biological activity of 
the polypeptide. Biological activities of the 

20 polypeptides of the invention are described herein; for 
example, biological activities of AP08 include the 
ability to bind an AP08 ligand, bind the TRADD or RIP 
adaptor molecules, induce or suppress apoptosis, activate 
NF-kB expression, or induce or suppress cell 

25 proliferation, differentiation or cytokine secretion. 

Comparison of sequences for substantial similarity can be 
performed between two sequences of any length and usually 
is performed with nucleotide sequences of between 5 and 
3500 nucleotides, preferably between about 10 and 300 

30 nucleotides and more preferably between about 15 and 50 
nucleotides. Comparison for substantial similarity 
between amino acid sequences is usually performed with 
sequences between about 6 and 1200 residues, preferably 
between about 10 and 100 residues and more preferably 

35 between about 25 and 35 residues- Such comparisons for 
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substantial similarity are performed using methodology 
routine in the art. 



Therefore, it is understood that limited 
modifications can be made without destroying the 
5 biological function of a polypeptide or ligand of the 
invention. For example, minor modifications of hAP08 
(SEQ ID NO: 2) that do not destroy polypeptide activity 
also fall within the definition of AP08 and within the 
definition of the polypeptide claimed as such. 

10 Similarly, minor modifications of hAP09 that do not 

destroy polypeptide activity fall within the definition 
of AP09; minor modifications of mAP04-aL, mAP04-aS, 
hAP04-a, rAP04-a or mAP04-3 that do not destroy 
polypeptide activity fall within the definition of an 

15 AP04 polypeptide; and minor modifications of hAP06 that 
do not destroy polypeptide activity fall within the 
definition of AP06. Similarly, minor modifications of 
hTNRLl-a, mTNRLl-a, hTNRLl-p or mTNRLl-p that do not 
destroy polypeptide activity fall within the definition 

20 of TNRLl, and minor modifications of hTNRL3 and mTNRL3 
that do not destroy polypeptide activity fall within the 
definition of TNRL3 . Also, for example, genetically 
engineered fusion proteins that retain at least one 
measurable biological activity of a polypeptide of the 

25 invention fall within the definition of the polypeptides 
claimed as such. 



It is understood that minor modifications of 
primary amino acid sequence can result in polypeptides 
which have substantially equivalent or enhanced function 
30 as compared to the AP08 polypeptide sequence set forth in 
Figure 2, substantially equivalent or enhanced function 
as compared to the hAP09 sequence set forth in Figure 6, 
substantially equivalent or enhanced function as compared 
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to the AP04 polypeptide sequences set forth in Figures 6, 
7 and 8, or substantially equivalent or enhanced function 
as compared to the hAP06 sequence set forth in Figure 9. 
Also, minor modifications of primary amino acid sequence 
5 can result in polypeptides having substantially 

equivalent or enhanced function as compared to the TNRLl 
polypeptide sequences shown in Figures 11 and 12, or in 
polypeptides having substantially equivalent or enhanced 
function as compared to the TNRL3 polypeptide sequences 

10 shown in Figure 13. These modifications can be 

deliberate, as through site-directed mutagenesis, or can 
be accidental such as through mutation in hosts harboring 
an encoding nucleic acid. All such modified polypeptides 
are included in the definition of an AP08 polypeptide as 

15 long as at least one biological function of AP08 is 

retained. Similarly, all such modified polypeptides are 
included in the definition of an AP09, AP04, AP06, USTRLl 
or TNRL3 polypeptide as long as at least one biological 
function of an AP09, AP04, AP06, TNRLl or TNRL3 

20 polypeptide, respectively, is retained. Further, various 
molecules can be attached to an AP08, AP09, AP04, AP06, 
TNRLl or TNRL3 polypeptide, for example, other 
polypeptides, carbohydrates, lipids, or chemical 
moieties. Such modifications are included within the 

25 definition of each of the polypeptides of the invention. 

Polypeptide fragments or segments to be 
screened for activity can be produced, for example, by 
recombinant methods or by chemical or proteolytic 
cleavage of the isolated polypeptide. Methods for 
30 chemical and proteolytic cleavage and for purification of 
the resultant polypeptide fragments are well known in the 
art as described above. {See, for example, Deutscher, 
Methods in Enzymology , Vol. 182, "Guide to Protein 
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Purification," San Diego: Academic Press, Inc. (1990), 
which is incorporated herein by reference) . 



A polypeptide fragment or segment of the 
invention can be screened, for example, for pro-apoptotic 
5 or anti-apoptotic activity. Pro-apoptotic activity is 
the ability either alone, or in combination with another 
molecule, to produce cell death accompanied by at least 
one of the morphological or biochemical alterations 
characteristic of apoptosis. Morphological alterations 

10 characteristic of apoptosis are well known in the art and 
include, for example, condensed and rounded cellular 
morphology; membrane blebbing; the formation of apoptotic 
bodies, which are membrane-bound bodies containing 
cytoplasmic and nuclear components; and condensation of 

15 the nucleus, with cytoplasmic organelles being relatively 
well maintained (Studzinski (Ed.), Cell Growth and 
Apoptosis , Oxford: Oxford University Press (1995), which 
is incorporated herein by reference) . Biochemical 
alterations characteristic of apoptosis also are well 

20 known in the art. The classical biochemical alteration 
characteristic of apoptosis is the appearance of 
oligonucleosome-sized fragments of DNA, which produce a 
"ladder" upon agarose gel electrophoresis. This 
extensive fragmentation can be preceded by an earlier 

25 endonucleolytic cleavage of chromatin, producing DNA 
fragments of about 50 kb to 300 kb in size. 



A variety of assays for determining whether a 
polypeptide fragment or segment has pro-apoptotic or 
anti-apoptotic activity. are well known in the art. Such 
3 0 methods include light microscopy for determining the 

presence of one or more morphological characteristics of 
apoptosis, such as condensed or rounded morphology, 
shrinking and blebbing of the cytoplasm, preservation of 
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Structure of cellular organelles including mitochondria, 
and condensation and margination of chromatin. ,As 
described in Example II, cells expressing fragments of 
hAP08 were determined to be apoptotic by scoring for 
5 condensed and rounded morphology. 

A polypeptide fragment or segment of the 
invention also can be assayed for pro-apoptotic or 
anti-apoptotic activity using terminal 
deoxytransferase-mediated (TdT) dUTP biotin nick 

10 end-labeling (TUNEL) (Gavriel et al., J. Cell Biol, 
119:493 (1992), which is incorporated herein by 
reference; Gorczyca et al., Int. J. Oncol. 1:639 (1992); 
Studzinski, supra, 1995). ApopTag*^^ (ONCOR, Inc., 
Gaithersburg, MD) is a commercially available kit for 

15 identification of apoptotic cells using digoxygenin 

labeling- In addition, a polypeptide fragment or segment 
of the invention can be assayed for pro-apoptotic or 
anti-apoptotic activity by detecting nucleosomal DNA 
fragments using agarose gel electrophoresis (Studzinski, 

20 supra, 1995; Gong et al.. Anal. Biochem. 218:314 (1994)). 

DNA filter elution methodology also can be used 
to detect apoptosis-associated DNA fragmentation and to 
determine pro-apoptotic or anti-apoptotic activity 
(Studzinski, supra, 1995; Bertrand et al.. Drug Devel, 

25 34:138 (1995), which is incorporated herein by 

reference) . Pro-apoptotic or anti-apoptotic activity 
also can be detected and quantitated by determining an 
altered mitochondrial to nuclear DNA ratio as described 
in Tepper et al./ Anal, Biochem. 203:127 (1992) and 

30 Tepper. and Studzinski, J. Cell Biochem. 52:352 (1993), 
each of which is incorporated herein by reference. One 
skilled in the art understands that these, or other 
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assays for pro-apoptotic or anti-apoptotic activity, can 
be performed using methodology routine in the art. 

A nucleic acid to be assayed can encode a 
polypeptide fragment or segment corresponding to a 
5 portion of a native polypeptide of the invention or can 
be modified to encode one or more amino acid 
substitutionsi. deletions or insertions. One or more 
point mutations can be introduced into the nucleic acid 
encoding the modified polypeptide, fragment or segment to 

10 be assayed using, for example, site-directed mutagenesis 
(see Wu (Ed.), Meth. In Enzvmol. Vol. 217, San Diego: 
Academic Press (1993); Chapter 22 of Innis et al . (Ed.), 
PGR Protocols , San Diego: Academic Press, Inc. (1990), 
each of which is incorporated herein by reference) . Such 

15 mutagenesis can be used to introduce a specific, desired 
amino acid substitution, deletion or insertion; 
alternatively, a nucleic acid sequence can be synthesized 
having random nucleotides at one or more predetermined 
positions to generate random amino acid substitutions. 

20 Scanning mutagenesis also can be useful in generating 
nucleic acid molecules encoding, for example, an AP08 
polypeptide, fragment or segment that is modified 
throughout the entire sequence. Such a modified fragment 
or segment can be screened, for example, for the ability 

25 to bind an AP08 ligand; the ability to bind TRADD or RIP; 
the ability to induce or suppress apoptosis or the 
ability to activate NF-kB. 

A polypeptide of the invention can be obtained 
by a variety of methods known within the art, including 
30 biochemical, recombinant and chemical synthesis methods. 
Biochemical methods for isolating a polypeptide of the 
invention, or active fragment thereof, include 
preparative gel electrophoresis, gel filtration, affinity 
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chromatography, ion exchange and reversed phase 
chromatography, chromatof ocusing, isoelectric focusing 
and sucrose or glycerol density gradients (see, for 
example, Chapter 38 of Deutscher, Methods in Enzymoloay: 
5 Guide to Protein Purification , Vol. 182, Academic Press, 
Inc., San Diego (1990) and Chapter 8 of Balch et al., 
' Methods in Enz ymoloay , Vol. 257, Academic Press, Inc., 
San Diego (1995), each of which is incorporated herein by 
reference in its entirety) . For example, as disclosed 

10 herein in Example I, human AP08 RNA is expressed in a 
variety of human tissues including spleen, thymus, 
prostate, testis, ovary, small intestine, colonic mucosa 
and peripheral blood lymphocyte. From these results, one- 
skilled in the art knows that one of these tissues can be 

15 used as a source of material for isolating an hAP08 
polypeptide of the invention. 

Preparative gel electrophoresis can be useful 
in preparing an isolated polypeptide, active fragment or 
active segment of the invention. For example, an AP08 

20 polypeptide, or an active fragment or segment thereof, 
can be isolated by preparative polyacrylamide gel 
electrophoresis and elution by diffusion or 
electroelution (see, for example. Chapter 33 of 
Deutscher, supra, 1990) . Continuous elution gel 

25 electrophoresis using a system such as the Model 4 91 Prep 
Cell (BioRad, Hercules, CA) can be used to purify a 
polypeptide or an active fragment or segment of the 
invention. If desired, continuous elution gel 
electrophoresis can be combined with further purification 

30 steps such as liquid phase preparative isoelectric 

focusing using, for example, the Rotofor system (BioRad) . 

Affinity chromatography is particularly useful 
in preparing an isolated polypeptide or an active 
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polypeptide that interacts with an AP08 polypeptide can 
be useful as an affinity matrix for isolating an AP08 
polypeptide or an active AP08 fragment or segment of the 
5 invention. As disclosed herein, AP08 interacts 

physically with TRADD and RIP (Example II) , indicating 
that TRADD or RIP can be used as an affinity matrix for 
isolating an AP08 polypeptide. Death domain containing 
polypeptides or fragments also can be useful as an 
10 affinity matrix for isolating an AP08 polypeptide or an 
active AP08 fragment or segment of the invention. 

Immunoaf f inity chromatography can be 
particularly useful in isolating a polypeptide or an 
active fragment or segment of the invention. For 

15 example, immunoprecipitation or column chromatography 

with an antibody that selectively binds APOB can be used 
to isolate an AP08 polypeptide or active fragment 
thereof. An anti-AP08 monoclonal or polyclonal antibody 
that selectively binds AP08 can be prepared using an 

20 immunogen such as the sequence shown as SEQ ID NO: 2, or a 
synthetic peptide fragment thereof, as described further 
below. Methods of affinity chromatography are well known 
in the art and are described, for example, in Chapters 
29, 30 and 38 of Deutscher, supra^ 1990, which has been 

25 incorporated herein by reference. 

Recombinant methods for producing a polypeptide 
through expression of a nucleic acid sequence in a 
suitable host cell also are well Icnown in the art and are 
described, for example, in Sambrook et al., Molecular 
30 Cloning: A Labora tory Manual , 2nd Ed, Vols 1 to 3, Cold 
Spring Harbor Laboratory Press, New York (1989), which is 
incorporated herein by reference. A nucleic acid for 
expression of an AP08 polypeptide is provided herein as 
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SEQ ID N0:1 and a nucleic acid for expression of an 
AP08RP polypeptide is provided herein as SEQ ID NO: 3. A 
nucleic acid for expression of an AP09 polypeptide is 
provided herein as SEQ ID NO: 5; nucleic acids for 
5 expression of AP04 polypeptides are provided herein as 
SEQ ID N0S:7, 9, 11, 13 and 15; and a nucleic acid for 
expression of an AP06 polypeptide is provided herein as 
SEQ ID NO: 17. Nucleic acids for expression of a TNRLl 
polypeptide also are provided as SEQ ID N0S:19, 21, 23 
10 and 25; and nucleic acids for expression of a TNRL3 

polypeptide are provided herein as SEQ ID NOS:27 and 29. 

A recombinant polypeptide of the invention, or 
active fragment or segment thereof, also can be expressed 
as a fusion protein with a heterologous "tag" for 
convenient isolation from bacterial or mammalian host 
proteins. For example, histidine-tagged recombinant AP08 
can be isolated by nickel-chelate chromatography. 
Similarly, a glutathione-S-transf erase tag or an 
antigenic tag such as "FLAG," "AU" or a myc epitope tag 
also can be included in a recombinant polypeptide or 
active fragment of the invention (Sambrook et al., supra, 
1989) . The Pinpoint™ expression system is a commercially 
available system for expression of a polypeptide or 
active fragment as a fusion protein with a heterologous 
biotinylated peptide. 

A polypeptide or an active fragment or segment 
of the invention also can be produced by chemical 
synthesis, for example, by the solid phase peptide 
synthesis method of Merrifield et al., J. Am. Chem. Son . 
30 85:2149 (1964), which is incorporated herein by 

reference. Standard solution methods well known in the 
art also can be used to synthesize a polypeptide or an 
active fragment or segment useful in the invention (see, 



20 
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for example, Bodanszky, Principles of Peptide Synthesis , 
Springer-Verlag, Berlin (1984) and Bodanszky, Peptide 
Chemistry , Springer-Verlag, Berlin (1993) , each of which 
is incorporated herein by reference) . A newly 
5 synthesized polypeptide, fragment or segment can be 
purified, for example, by high performance liquid 
chromatography (HPLC) and can be characterized using mass 
spectrometry or amino acid sequence analysis. 

Also provided herein are nucleic acid molecules 
10 encoding the tumor necrosis family receptors and ligands 
of the invention. These nucleic acid molecules are 
useful, for example, in producing recpmbinant 
polypeptides and as probes for diagnosing diseases 
mediated by the polypeptides of the invention, as 
15 described further below. A nucleic acid molecule of the 
invention can have a nucleotide sequence of, for example, 
about 15 to about 1500 nucleotides. In particular, a 
nucleic acid molecule of the invention can have a 
sequence of about 15, 18, 20, 25, 30, 35, 50, 100, 200, 
20 500 or more nucleotides. 

The term "isolated, " as used herein in 
reference to a nucleic acid molecule of the invention, 
means a nucleic acid molecule that is in a form that is 
relatively free from contaminating lipids, polypeptides, 
25 unrelated nucleic acids and other cellular material 
normally associated with a nucleic acid molecule in a 
cell. 

Provided herein is an isolated nucleic acid 
molecule containing a nucleotide sequence encoding 
30 substantially the same amino acid sequence as AP08, or an 
active segment thereof, provided that the nucleic acid 
molecule does not consist of the identical nucleotide 
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sequence of an expressed sequence tag having GenBank 
accession number AA223122 or AA232440. An isolated 
nucleic acid molecule of the invention can have, for 
example, a nucleotide sequence encoding substantially the 
5 same amino acid sequence as hAP08 (SEQ ID N0:2), or an 
active segment thereof, provided that the nucleic acid 
molecule does not consist of the identical nucleotide 
sequence of an expressed sequence tag having GenBank 
accession number AA223122 or AA232440. An exemplary 

10 nucleic acid molecule of the invention encodes human AP08 
and is provided herein as SEQ ID N0:1 (see Figure 2) . In 
one embodiment, the invention provides an isolated 
nucleic acid molecule containing a nucleotide sequence 
encoding a soluble APOB active segment having an AP08 

15 ligand binding domain . 

The invention further provides an isolated 
nucleic acid molecule containing a nucleotide sequence 
encoding substantially the same amino acid sequence as 
AP09, or an active segment thereof, provided that the 

20 nucleic acid molecule does not consist of the identical 
nucleotide sequence of an expressed sequence tag having 
GenBank accession number AA031883, AA150849, r71406 or 
R10995. For example, the invention provides an isolated 
nucleic acid molecule of the invention having a 

25 nucleotide sequence encoding substantially the same amino 
acid sequence as hAP09 (SEQ ID NO: 6), or an active 
segment thereof, provided that the nucleic acid molecule 
does not consist of the identical nucleotide sequence of 
an expressed sequence tag having GenBank accession number 

30 AA031883, . AA150849, T71406 or R10995. An exeiaplary 

nucleic acid molecule of the invention encodes human AP09 
and is provided herein as SEQ ID NO: 5 (see Figure 6) . In 
one embodiment, the invention provides an isolated 
nucleic acid molecule containing a nucleotide sequence 
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encoding a soluble AP09 active segment having an AP09 
ligand binding domain. 

In addition, the invention provides an isolated 
nucleic acid molecule containing a nucleotide sequence 
5 encoding substantially the same amino acid sequence as an 
AP04 polypeptide, or an active segment thereof, provided 
that the nucleic acid molecule does not consist of the 
identical nucleotide sequence of an expressed sequence 
tag having GenBank accession number AA036247, AA003356, 

10 W55289, AA445805 or W56629. Such a nucleic acid molecule 
can have a nucleotide sequence encoding substantially the 
same amino acid sequence as mAP04-aL (SEQ ID N0:8), 
mAP04-aS (SEQ ID NO: 10), hAP04-a (SEQ ID NO: 12), rAP04-a 
(SEQ ID NO: 14), mAP04-3 (SEQ ID NO: 16), or mAP04-Y (SEQ 

15 ID NO: 32), or an active segment thereof, provided that 
the nucleic acid molecule does not consist of the 
identical nucleotide sequence of an expressed sequence 
tag having GenBank accession number AA036247, AA003356, 
W55289, AA445805 or W56629. Exemplary nucleic acid 

20 molecules encoding the AP04 polypeptides of the invention 
are provided herein. As shown in Figure 7A-E, SEQ ID 
NO: 7 is a nucleotide sequence encoding murine AP04-aL; 
SEQ ID NO: 9 is a nucleotide sequence encoding murine 
AP04-aS; SEQ ID NO: 11 is a nucleotide sequence encoding 

25 human AP04-a; and SEQ ID NO: 13 is a nucleotide sequence 
encoding rat APO4-0f and SEQ ID NO: 31 is a nucleotide 
sequence encoding murine AP04-Y* Figure 8 shows SEQ ID 
NO: 15, which is a nucleotide sequence encoding murine 
AP04-3. The invention also provides an isolated nucleic 

30 acid molecule containing a nucleotide sequence encoding a 
soluble active segment of an AP04 polypeptide having an 
AP04 ligand binding domain. 
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Also provided by the invention is an isolated 
nucleic acid molecule containing a nucleotide sequence 
encoding substantially the same amino acid sequence as 
AP06, or an active segment thereof, provided that the 
5 nucleic acid molecule does not consist of the identical 
nucleotide sequence of an expressed sequence tag having 
GenBank accession number AA025673, AA025672, AA155701, 
AA155646, W67560 or AA158406. For example, the invention 
provides an isolated nucleic acid molecule of the 

10 invention having a nucleotide sequence encoding 

substantially the same amino acid sequence as hAP06 (SEQ 
ID NO: 18), or an active segment thereof, provided that 
the nucleic acid molecule does not consist of the 
identical nucleotide sequence of an expressed sequence 

15 tag" having GenBank accession number AA025673, AA025672, 
AA155701, AA155646, W67560 or AA158406. Provided in 
Figure 9 is an exemplary nucleic acid molecule of the 
invention, SEQ ID NO: 17, which encodes human AP06. In 
one embodiment, the invention provides an isolated 

20 nucleic acid molecule containing a nucleotide sequence 
encoding a soluble AP06 active segment having an AP06 
ligand binding domain. 

The invention also provides an isolated nucleic 
acid molecule containing a nucleotide sequence encoding 

25 substantially the same amino acid sequence as a TNRLl 

polypeptide, or an active segment thereof, provided that 
the nucleic acid molecule does not consist of the 
identical nucleotide sequence of an expressed sequence 
tag having GenBank accession number AA166695, T87299, 

30 R16882, AA254047, AA056924, AA057069, N91002, N79018 ox 
AA4974 94 or TIGR sequence number iyi78231. The invention 
provides, for example, an isolated nucleic acid molecule 
having a nucleotide sequence encoding substantially the 
same amino acid sequence as hTNRLl-a (SEQ ID NO: 20), 
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mTNRLl-a (SEQ ID NO:22), hTNRLl-p (SEQ ID NO:24) or 
mTNRLl-3 (SEQ ID NO: 26) or an active segment thereof, 
provided that the nucleic acid molecule does not consist 
of the identical nucleotide sequence, or a segment 
5 thereof, of an expressed sequence tag having GenBank 
accession number AA166695, T87299, R16882, AA254047, 
AA056924, AA057069, N91002, N79018 or AA497494 or TIGR 
sequence number M78231. Provided in Figures 11 and 12 
are exemplary nucleic acid molecules of the invention: 

10 SEQ ID NO: 19 encodes human TNRLl-a; SEQ ID NO: 21 encodes 
murine TNRLl-a; SEQ ID NO: 23 encodes human TNRLl-p; and 
SEQ ID NO: 25 encodes murine TNRLl-3. The invention also 
provides an isolated nucleic acid molecule containing a 
nucleotide sequence encoding a soluble TNRLl active 

15 segment having a TNRLl ligand binding domain. 

The invention further provides an isolated 
nucleic acid molecule containing a nucleotide sequence 
encoding substantially the same amino acid sequence as 
TNRL3, or an active segment thereof, provided that the 

20 nucleic acid molecule does not consist of the identical 
nucleotide sequence of an expressed sequence tag having 
GenBank accession number R55285, N35070, CG0994 or 
AA221610. For example, the invention provides an 
isolated nucleic acid molecule of the invention having a 

25 nucleotide sequence encoding substantially the same amino 
acid sequence as hTNRL3 (SEQ ID NO: 28) or mTNRL3 (SEQ ID 
NO:30), or an active segment thereof, provided that the 
nucleic acid molecule does not consist of the identical 
nucleotide sequence of an expressed sequence tag having 

30 GenBank accession number R55285, N35070, C00994 or 

AA221610. Provided in Figure 13 are exemplary nucleic 
acid molecules of the invention. SEQ ID NO: 27 encodes 
human TNRL3, and SEQ ID NO: 29 encodes murine TNRL3 . The 
invention also provides an isolated nucleic acid molecule 
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containing a nucleotide sequence encoding a soluble TNRL3 
active segment having a TNRL3 ligand binding domain. 

The invention also provides selective binding 
agents, which are agents that exhibit selective binding 
5 for a receptor or ligand of the invention. 



Provided herein are AP08 selective binding 
agents, which are agents that selectively bind an AP08 
polypeptide or an active fragment thereof. Such an AP08 
selective binding agent exhibits selective binding 

10 affinity for an AP08 polypeptide, such as a polypeptide 
having substantially the same amino acid sequence as 
hAP08 (SEQ ID NO: 2) or active fragment thereof. In 
addition to exhibiting selective binding affinity for 
AP08, such AP08 selective binding agents can also 

15 function to selectively enhance or inhibit the function 
of AP08. For example, an AP08 selective binding agent 
can function to enhance or inhibit binding of an AP08 
polypeptide to its natural AP08 ligand, enhance or 
inhibit binding to TRADD or RIP, enhance or inhibit 

20 apoptotic activity, enhance or inhibit the capacity of 

AP08 to activate NF-kB, or enhance or inhibit the ability 
of an AP08 polypeptide to effect cell proliferation, 
differentiation or cytokine secretion. 

The invention also provides AP09 selective 
25 binding agents, which are agents that selectively bind an 
AP09 polypeptide or active fragment thereof, such as a 
polypeptide having, for example, substantially the same 
amino acid sequence as hAP09 (SEQ ID N0:6). Such AP09 
selective binding agents exhibit selective binding 
30 affinity for AP09 and, in addition, can function to 

selectively enhance or inhibit the function of AP09. An 
AP09 selective binding agent can, for example, enhance or 
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inhibit AP09 binding to a ligand, enhance or inhibit the 
pro-apoptotic or anti-apoptotic activity of an AP09 
polypeptide, or enhance or inhibit the ability of an AP09 
polypeptide to effect cell proliferation, differentiation 
5 or cytokine secretion. 

Further provided herein are AP04 selective 
binding agents, which are agents that selectively bind an 
AP04 polypeptide or active fragment thereof. An AP04 
selective binding agent can exhibit selective binding 

10 affinity for an AP04 polypeptide having, for example, 
substantially the same amino acid sequence as TnAP04-aL 
(SEQ ID N0:8), mAP04-aS (SEQ ID NO: 10), hAP04-a (SEQ ID 
N0:12), rAP04-a (SEQ ID N0:14), mAP04-3 (SEQ ID N0:16) or 
mAP04-Y {SEQ ID NO:32), or an active fragment thereof. 

15 Such AP04 selective binding agents exhibit selective 
binding affinity for an AP04 polypeptide and, in 
addition, can selectively enhance or inhibit the function 
of an AP04 polypeptide. An AP04 selective binding agent 
can, for example, enhance or inhibit binding of an AP04 

20 polypeptide to a ligand, enhance or inhibit pro-apoptotic 
or anti-apoptotic activity of an AP04 polypeptide, or 
enhance or inhibit the ability of an AP04 polypeptide to 
effect cell proliferation, differentiation or cytokine 
secretion. 

25 AP06 selective binding agents also are provided 

by the present invention. Such AP06 selective binding 
agents are agents that selectively bind an AP06 
polypeptide of the invention or active fragment thereof. 
An AP06 selective binding agent can exhibit selective 

30 binding affinity for an AP06 polypeptide having, for 
example, substantially the same amino acid sequence as 
hAP06 (SEQ ID N0:18), or active fragment thereof. Such 
AP06 selective binding agents exhibit selective binding 
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affinity for an AP06 polypeptide and, in addition, can 
selectively enhance or inhibit the function of an AP06 
polypeptide. For example, an AP06 selective binding 
agent can enhance or inhibit the binding of an AP06 
5 polypeptide to a ligand, enhance or inhibit the 

pro-apoptotic or anti-apoptotic activity of an AP06 
polypeptide, or enhance or inhibit the ability of an AP06 
polypeptide to effect cell proliferation, differentiation 
or cytokine secretion. 

10 The invention additionally provides binding 

agents that selectively bind a ligand of the invention. 
Provided herein are TNRLl selective binding agents, which 
are agents that selectively bind a TNRLl polypeptide or 
active -fragment thereof. A TNRLl selective binding agent 

15 can exhibit selective binding affinity for a TNRLl 

polypeptide having, for example, substantially the same 
amino acid sequence as hTNRLl-a (SEQ ID NO:20) , mTNRLl-a 
(SEQ ID NO:22), hTNRLl-p (SEQ ID NO:24) or mTNRLl-p (SEQ 
ID NO:26) , or active fragments thereof. Such TNRLl 

20 selective binding agents exhibit selective binding 

affinity for a TNRLl polypeptide and, in additi9n, can 
selectively enhance or inhibit the function of a TNRLl 
polypeptide. For example, a TNRLl selective binding 
agent can enhance or inhibit the binding of a TNRLl 

25 polypeptide to its cognate receptor. 

The invention further provides a TNRL3 
selective binding agent, which is an agent that 
. selectively binds a TNRL3 polypeptide or active fragment 
thereof. A TNRL3 selective binding agent can exhibit 
30 selective binding affinity for a TNRL3 polypeptide 

having, for example, substantially the same amino acid 
sequence as hTNRL3 (SEQ ID NO: 28) or mTNRL3 (SEQ ID 
NO:30), or active fragments thereof. Such TNRL3 
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selective binding agents exhibit selective binding 
affinity for a TNRL3 polypeptide and, additionally, can 
selectively enhance or ' inhibit the function of a TNRL3 
polypeptide. For example, a TNRL3 selective binding 
5 agent can enhance or inhibit the binding of a TNRL3 
polypeptide to a cognate receptor. 



The term "selective binding agent," as used 
herein, means an agent that exhibits selective binding to 
the indicated polypeptide or polypeptide family. As used 

10 herein, the term "agent" encompasses simple or complex 
organic molecules, peptides, peptidomimetics, 
polypeptides and antibodies as well as nucleic acids, 
carbohydrates or lipids. A selective binding agent is 
any such agent that binds with substantially higher 

15 affinity to the indicated polypeptide or nucleic acid 
than to an unrelated polypeptide or nucleic acid. 

Selective binding agents include natural 
ligands as well as other agents that exhibit selective 
binding for the indicated polypeptide of the invention. 

20 Such agents include polyclonal or monoclonal antibodies 
as well as selective binding agents isolated, for 
example, from random bacteriophage libraries or 
combinatorial libraries. Particularly useful selective 
binding agents include activating antibodies that 

25 selectively bind an AP08, AP09, AP04 , AP06, TNRLl or 
TNRL3 polypeptide of the invention. Such activating 
antibodies can, for example, function to cross-link 
receptors and trigger receptor signaling in the absence 
of ligand- Particularly useful selective binding agents 

30 also include neutralizing antibodies, which can bind and 
dampen or inactivate the function of an AP08, AP09, AP04, 
AP06, TNRLl or TNRL3 polypeptide. Particularly useful 
selective binding agents that selectively bind a TNRLl or 
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or full-length cognate receptors, which bind their 
respective TNRLl or TNRL3 polypeptide ligand. 

The term "selective binding, " as used in 
5 reference to a selective binding agent and an indicated 
polypeptide, means that the agent binds with 
substantially higher affinity to the indicated 
polypeptide, or fragment thereof, than to another 
polypeptide. For example, an AP08 selective binding 

10 agent, which selectively binds an AP08 polypeptide, binds 
with substantially higher affinity to an AP08 
polypeptide, or fragment thereof, than to another member 
of the TNFR superfamily such as TNFR-1 or another death 
domain containing polypeptide such as FADD. Thus, for 

15 example, an agent that binds the death domains of TNFR-1, 
FAS/APO-1 and AP08 with similar affinity is not a 
selective binding agent as defined herein. However, an 
agent that has substantially higher affinity for an AP08 
death domain than for the TNFR-1 and FAS/APO-1 death 

20 domains exhibits selective binding for AP08 and, 

therefore, is encompassed within the definition of an 
AP08 selective binding agent. Similarly, a TNRLl 
selective binding agent, which as defined herein is an 
agent that selectively binds a TNRLl polypeptide, binds 

25 with substantially higher affinity to a TNRLl polypeptide 
than to another member of the TNF family such as TNF-a. 

The invention also provides a method of 
identifying an AP08 selective binding agent by contacting 
an AP08 polypeptide, or fragment thereof, with an agent 
30 and determining selective binding of the agent to the 
AP08 polypeptide, where said the selective binding 
indicates that the agent is an AP08 selective binding 
agent. 
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A variety of methods for determining the 
selective binding of an agent to a polypeptide or 
fragment of the invention are well known in the art. 
Such methods include, for example, ELISA, RIA, 
5 receptor/ligand binding assays and other affinity assays 
such as chromatographic methods and panning. These 
screening methods are well known in the art and are 
described, for example in Harlow et al.. Antibodies: A 
Laborato ry Manual, Cold Spring Harbor Laboratory, New 
10 York (1992); Ansubel et al . , Current Protocols in 

Molecular Biology, John Wiley and Sons, Baltimore, MD 
(1989) and in Devlin, T.M., Textbook of Biochemistry with 
Clinical Correlations, Wiley-Liss, New York, NY (1992) . 

Screening assays for detecting selective 
15 binding also include two-hybrid systems such as the yeast 
two hybrid system, which can be used to screen a panel of 
agents to detect selective binding to a polypeptide of 
the invention or fragment thereof (see Fields and Song, 
N^tur^ 340:245-246 (1989), which is incorporated herein 
20 by reference) or a two-hybrid system adapted for use in 
mammalian cells (see Fearon et al., Proc. Natl. Acad. 
Sci., USA 89:7958-7962 (1992), which is incorporated 
herein by reference) . 

Using one of the assays described above, or 
25 another assay well known in the art, a large collection, 
or library, of random agents or agents or interest can be 
screened for selective binding activity. Polypeptide 
libraries and tagged chemical libraries including those 
comprising polypeptides, peptides and peptidomimetic 
3 0 molecules can be screened. Polypeptide libraries also 
include those generated by phage display technology. 
Phage display technology includes the expression of 
polypeptide molecules on the surface of phage as well as 
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be associated with the nucleic acid which encodes it. 
Methods for production of phage display libraries, 
including vectors and methods of diversifying the 
5 population of peptides which are expressed, are well 
known in the art (see, for example. Smith and Scott, 
Methods Enzvmol. 217:228-257 (1993); Scott and Smith, 
Science 249:386-390 (1990); and Huse, WO 91/07141 and WO 
91/07149, each of which is incorporated herein by 
10 reference) . These or other well known methods can be 
used to produce a phage display library which can be 
screened, for example, to identify a selective binding 
agent of the invention. 

Each of the isolated receptor polypeptides 
15 provided herein are useful as immunogens for preparing an 
antibodies. Thus, the invention provides an antibody 
that selectively binds an AP08 polypeptide, for example, 
hAP08 (SEQ ID N0:2). Such an antibody is useful, for 
example, in purifying an AP08 polypeptide by 
20 immunoaf f inity chromatography. 



The invention further provides an antibody that 
selectively binds an AP09 polypeptide of the invention, 
for example, hAP09 (SEQ ID NO: 6). Similarly^ the 
invention provides an antibody that selectively binds an 

25 AP04 polypeptide; such an antibody can selectively bind, 
for example, mAP04-aL (SEQ ID NO: 8), mAP04-aS (SEQ ID 
NO:10), hAP04-a(SEQ ID N0:12), rAP04-a (SEQ ID NO:14), 
mAP04-p (SEQ ID N0:16) or mAP04-Y (SEQ ID NO:32). 
Further provided by the invention is an antibody that 

30 selectively binds an AP06 polypeptide, for example, hAP06 
(SEQ ID NO: 18). Each of these antibodies are useful in 
purifying the polypeptide to which it selectively binds 
using immunoaf f inity chromatography. 
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The isolated ligand polypeptides provided 
herein also are useful as immunogens for preparing 
antibodies. Thus, the invention provides antibodies that 
selectively bind a ligand of the invention. Provided 
5 herein is an antibody that selectively binds a TNRLl 
polypeptide, for example, hTNRLl-a (SEQ ID NO : 20 ) , 
mTNRLl-a (SEQ ID NO:22), hTNRLl-p , (SEQ ID NO:24) or 
mTNRLl-p (SEQ ID NO: 26) or an active fragment thereof. 
Also provided herein is an antibody that selectively 
10 binds a TNRL3 polypeptide of the invention. Such an 

antibody can selectively bind, for example, hTNRL3 (SEQ 
ID NO:28) or mTNRL3 (SEQ ID NO:30). 

As used herein, the term "antibody" is used in 
its broadest sense to include polyclonal and monoclonal 

15 antibodies, as well as polypeptide fragments of 

antibodies that retain a selective binding activity for a 
polypeptide of the invention of at least about 1 x 10^ 
M'^. One skilled in the art would know that antibody 
fragments such as Fab, F(ab')2 and Fv fragments can retain 

20 selective binding activity for a polypeptide of the 

invention and, thus, are included within the definition 
of an antibody. In addition, the term antibody as used 
herein includes naturally occurring antibodies, as well 
as non-naturally occurring antibodies and fragments such 

25 as chimeric antibodies and humanized antibodies that have 
selective binding activity. Such non-naturally occurring 
antibodies can be constructed using solid phase peptide 
synthesis, produced recombinantly or obtained, for 
example, by screening combinatorial libraries consisting 

30 of variable heavy chains and variable light chains as 
described by Borrebaeck (Ed.), Antibody Engineering 
(Second edition) New York: Oxford University Press 
(1995), which is incorporated herein by reference. 



wo 99/11791 



PCT/US98/18393 



60 

Methods for producing antibodies are routine in 
the art, A purified polypeptide of the invention, which 
can be prepared from natural sources or produced 
recombinantly as described above, or a fragment thereof, 
5 such as a synthetic peptide, can be used as an immunogen. 
Non-immunogenic fragments or synthetic peptides can be 
made immunogenic by coupling the hapten to a carrier 
molecule such as bovine serum albumin (BSA) or keyhole 
limpet hemocyanin (KLH) . In addition, various other 
10 carrier molecules and methods for coupling a hapten to a 
carrier, molecule are well known in the art as described, 
for example, by Harlow and Lane, Antibodies: A Laboratory 
Manuaj (Cold Spring Harbor Laboratory Press, 1988), which 
is incorporated herein by reference. 

15 An antibody "having selective binding for" a 

polypeptide, . or that "selectively binds" a polypeptide, 
binds with substantially higher affinity to that 
polypeptide than to another polypeptide. 

The AP08 encoding nucleic acids and 
20 polypeptides of the invention can be used to diagnose, 

treat or reduce the severity of an APOB-mediated disease. 
For example, the AP08 encoding nucleic acids, 
polypeptides and active fragments and segments thereof 
can be used for diagnosis of an APOB-mediated disease or 
25 can be used to generate reagents useful for such 

diagnosis. Diagnosis can be performed, for example, by 
nucleic acid probe hybridization, or by amplification of 
AP08 encoding nucleotide sequences and subsequent 
electrophoretic analysis such as DNA sequencing. 
30 Diagnosis also can be performed, for example, using 

antibody or ligand based detection with an AP08 selective 
binding agent. Detection can be performed ex vivo, for 
example, by removing a cell or tissue sample from an 
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individual at risk of, suspected of having or exhibiting 
one or more symptoms of an AP08 -mediated disease. 
Altered AP08 expression or activity is indicative of an 
AP08-mediated disease. As used herein, the term 
5 "AP08-mediated disease" means a disease, pathology, or 
other condition resulting from an abnormality in the 
expression or activity of an AP08 polypeptide. Included 
within the meaning of the term "AP08 -mediated disease" 
are disorders of cell loss, disorders of cell 
10 accumulation and disorders of differentiation, as 
described further below. 

The present invention provides a method of 
treating or reducing the severity of an AP08-mediated 
disease in a subject by administering an AP08 polypeptide 
or active fragment thereof or by administering a nucleic 
acid molecule encoding the AP08 polypeptide or fragment . 
An AP08 polypeptide or nucleic acid molecule useful in 
such a method can be or encode, for example, an amino 
acid sequence that is identical or substantially the same 
as hAP08 (SEQ ID NO: 2), or an active fragment thereof. 
An AP08 antisense nucleic acid molecule, which has a 
nucleotide sequence that is identically or substantially 
complementary to an AP08 encoding nucleic acid or active 
fragment thereof, also can be used to treat or reduce the 
severity of an APOB-mediated disease according to a 
method of the invention. 

Also provided herein is a method of treating or 
reducing the severity of an AP08-mediated disease in a 
subject by administering an AP08 regulatory agent to the 
30 subject. As used herein, an "AP08 regulatory agent" is 
an agent that inhibits or enhances a biological activity 
of an AP08 polypeptide. Such an AP08 regulatory agent 
' can be, for example, an AP08 inhibitory agent such as a 
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dominant negative form of AP08, an AP08 selective binding 
agent that inhibits a biological activity of an AP08 
polypeptide, or a cysteine protease inhibitor. Dominant 
negative forms of AP08 include, for example, soluble 
5 forms of AP08 having an AP08 ligand binding domain, as 
well as membrane bound forms of AP08 having an AP08 
ligand binding domain but lacking a functional 
cytoplasmic tail, known as "decoy receptors." Examples 
of such "decoy receptor" AP08 inhibitory agents are 
10 provided herein as AP08ACP and AP08ADD (see Example II). 

An AP08 regulatory agent also can be an agent 
that inhibits or enhances the activity or expression of 
FADD, FLICE, TRADD or RIP or that inhibits or enhances 
the activity or expression of NF-kB. One skilled in the 
art understands that such an AP08 regulatory agent can be 
an agent that selectively regulates a biological activity 
of an AP08 polypeptide or, alternatively, can be a 
non-selective agent that, in addition to regulating a 
biological activity of an AP08 polypeptide, also 
regulates the activity of, for example, other death 
domain containing receptors. As shown in Example II, the 
FADD dominant negative construct DN-FADD, the FLICE 
dominant negative construct (FL-C360S) and the cysteine 
protease inhibitors CrmA and z-VAD-frak each inhibit AP08 
induced apoptosis. In addition, the TRADD dominant 
negative construct ND-TRADD inhibits AP08-mediated NF-kB 
activation, which can protect cells from apoptosis 
(Example II) . Thus, each of these molecules are examples 
of AP08 regulatory agents as defined herein. 

30 As described above, an agent can be a simple or 

complex organic molecule, peptide, peptidomimetic, 
polypeptide, antibody, nucleic acid, carbohydrate or 
lipid molecule - 
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The present invention also provides a method of 
treating or reducing the severity of an AP08RP-mediated 
disease in a subject by administering to the subject a 
FADD regulatory agent. Such a FADD regulatory agent is 
5 an agent, such as a simple or complex organic molecule, 
peptide, peptidomimetic, polypeptide, antibody, nucleic- 
acid, carbohydrate or lipid molecule, that inhibits or 
enhances FADD activity or expression. As disclosed 
herein, hAP08 {SEQ ID NO: 2) and hAP08RP (SEQ ID NO: 4) 

10 induce apoptosis through the FADD adaptor molecule. The 
data shown in Figure 5B demonstrate that a FADD dominant' 
negative construct (DN-FD) reduces APOBRP-mediated 
apoptosis, * These results indicate that a FADD regulatory 
agent, such as a FADD dominant negative construct, can be 

15 used to reduce APOSRP-induced apoptosis and, thus, treat 
or reduce the severity of an APOSRP-mediated disease. An 
"AP08 related polypeptide-mediated disease," as used 
herein, is synonymous with "AP08RP-mediated disease" and 
means a disease, pathology, or other condition resulting 

20 from an abnoinnality in the . expression or activity of an 
AP08RP polypeptide and can be, for example, a disorder of 
cell loss, disorder of cell accumulation or disorder of 
cell differentiation. An AP08RP-mediated disease also 
can be, for example, an autoimmune disorder. 

25 Further provided by the present invention is a 

method of treating or reducing the severity of an 
APOSRP-mediated disease in a subject by administering to 
the subject a TRADD regulatory agent or a RIP regulatory 
agent . Such an agent enhances or inhibits the activity 

30 or expression of TRADD or RIP. As disclosed herein in 
Example 11, both AP08 and AP08RP directly interact with 
the TRADD and RIP adaptor molecules. Example II further 
demonstrates that a TRADD dominant negative construct 
blocks NF-kB activation by AP08 and AP08RP. Thus, a 
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TRADD regulatory agent or a RIP regulatory agent, such as 
a TRADD dominant negative construct, can be used to treat 
or reduce the severity of an APOSRP-mediated disease. 

The present invention also provides a method of 
5 treating or reducing the severity of an APOSRP-mediated 
disease in a subject by administering to the subject an 
NF-kB regulatory agent, which is an agent that enhances 
or inhibits the activity or expression of NF-kB. 
Activation of the NF-kB pathway is known to protect cells 

10 from apoptosis, and, as disclosed herein, expression of 
AP08 or AP08RP results in NF-kB activation (see 
Example II) . Thus, an NF-kB regulatory agent can block, 
for example, appptosis and, therefore, can be useful in 
treating or reducing the severity of an APOSRP-mediated 

15 disease that results from excessive cell death. 

The AP09 encoding nucleic acids and 
polypeptides of the invention can be used to diagnose, 
treat or reduce the severity of an AP09-mediated disease. 
For example, the AP09 encoding nucleic acids, 

20 polypeptides and active fragments thereof can be used for 
diagnosis of an AP09-mediated disease or can be used to 
generate reagents useful for such diagnosis. Diagnosis 
can be performed, for example, by nucleic acid probe 
hybridization, or by amplification of AP09 encoding 

25 nucleotide sequences and subsequent electrophoretic 

analysis such as DNA sequencing. Diagnosis also can be 
performed using, for example, antibody or ligand based 
detection with an AP09 selective binding agent. 
Detection can be performed ex vivo, for example, by 

30 removing a cell or tissue sample from an individual at 
risk of, suspected of having or exhibiting one or more 
symptoms of an AP08-mediated disease. Altered AP09 
expression or activity is indicative of an AP09-inediated 
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disease. As used herein, the term "AP09-meciiated 
disease" means a disease, pathology, or other condition 
resulting from an abnormality in the expression or 
activity of an AP09 polypeptide. Included within the 
5 meaning of the term "AP09-inediated disease" are disorders 
of cell loss, disorders of cell accumulation and 
disorders of cell differentiation. 

The present invention provides a method of 
treating or reducing the severity of an AP09-mediated 

10 disease in a subject by administering an AP09 polypeptide 
or active fragment thereof or by administering a nucleic 
acid molecule encoding the AP09 polypeptide or fragment. 
An AP09 polypeptide or nucleic acid molecule useful in 
such a method can be or encode, for example, an amino 

15 acid sequence identical or substantially the same as 

hAP09 (SEQ ID N0:6), or an active fragment thereof. An 
AP09 antisense nucleic acid molecule, which has a 
nucleotide sequence that is identically or substantially 
complementary to an AP09 encoding nucleic acid or active 

20 fragment thereof, also can be used to treat or reduce the 
severity of an AP09-mediated disease according to a 
method of the invention. 

Further provided herein is a method of treating 
or reducing the severity of an AP09-mediated disease in a 

25 subject by administering an AP09 regulatory agent to the 
subject. As used herein, an "AP09 regulatory agent" is 
an agent that inhibits or enhances a biological activity 
of an AP09 polypeptide. Such an AP09 regulatory agent 
can be, for example, an AP09 inhibitory agent such as a 

30 dominant negative form of AP09, an alternative spliced 
full-length form of AP09, or an AP09 selective binding 
agent that inhibits a biological activity of an AP09 
polypeptide. Dominant negative forms of AP09 include, 
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for example, soluble forms of AP09 having an AP09 ligand 
binding domain, as well as membrane bound forms of AP09 
having an AP09 ligand binding domain but lacking a 
functional cytoplasmic tail, known as "decoy receptors." 
5 An AP09 regulatory agent can also be an agent that 

selectively binds an alternative spliced full-length form 
of AP09, thereby blocking or transmitting a signal 
through full-length AP09. One skilled in the aft 
understands that such an AP09 regulatory agent can be an 

10 agent that selectively regulates a biological activity of 
an AP09 polypeptide or, alternatively, can be a 
non-selective agent that, in addition to regulating a 
biological activity of an AP09 polypeptide, also 
regulates the activity of, for example, other TNF family 

15 receptors. 

The AP04 encoding nucleic acids and 
polypeptides of the invention can be used to diagnose, 
treat or reduce the severity of an AP04 -mediated disease. 
The AP04 encoding nucleic acids, polypeptides and active 

20 fragments thereof can be used for diagnosis of an 

AP04-mediated disease or can be used to generate reagents 
useful for such diagnosis. Diagnosis can be performed, 
for example, by nucleic acid probe hybridization, or by 
amplification of AP04 encoding nucleotide sequences and 

25 subsequent electrophoretic analysis such as DNA 
sequencing. Diagnosis also can be performed, for 
example, using antibody or ligand based detection with an 
AP04 selective binding agent. Detection can be performed 
ex \riyo^ for example, by removing a cell or tissue sample 

30 from an individual at risk of, suspected of having or 
exhibiting one or more symptoms of an AP04 -mediated 
disease. Altered AP04 polypeptide expression or activity 
can be indicative of an AP04-mediated disease. As used 
herein, the term "AP04-mediated disease" means a disease, 



wo 99/1 1791 PCTAJS98/t8393 

67 

pathology, or other condition resulting from an 

abnormality in the expression or activity of an AP04 

polypeptide. Included within the meaning of the term 
"AP04 -mediated disease" are disorders of cell loss, 

5 disorders of cell accumulation and disorders of cell 
differentiation, 

As disclosed herein, AP04 was expressed highly 
in embryonic tissue at day 11, 15 and 17, indicating that 
AP04 can play a role in early development (see 
10 Example IV) . AP04 expression in embryonic tissues also 
indicates that AP04 can play a role in developmental 
abnormalities or in gestation. Thus, AP04 and can be 
used in the diagnosis or treatment of developmental or 
gestational abnormalities. 

15 The present invention provides, for example, a 

method a diagnosing a developmental abnormality caused by* 
the aberrant expression of AP04 during development by 
determining the level or pattern of expression of AP04 
mRNA or protein in embryonic cells or tissue. The 

20 invention further provides a method of diagnosing a 
developmental abnormality casued by the aberrant 
expression of AP04 during development by detecting a 
mutation in an AP04 gene in a cell or tissue derived from 
embryos . 

25 In adult tissues, AP04 expression was highest 

in adult prostate, with lower levels of expression seen 
in adult spleen, thymus, testis, uterus, small intestine, 
colon and peripheral blood leukocytes. AP04 also was 
highly expressed in a prostate carcinoma epithelial cell 

30 line, LNCaP (see Example IV) . Since the glandular 

epithelial cells of the prostate represent the site of 
origin of prostate cancer and the cell type that 
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increases during prostate cancer growth, increased AP04 
levels can be used as a marker diagnostic of the presence 
of prostate cancer. For example, as the levels of AP04 
secreted by prostatic tissue increase with the increasing 
5 mass of the prostate epithelial cells, elevated levels of 
AP04 either in the serum or from a tissue biopsy of an 
individual suspected of having prostate cancer can be 
used to diagnose the existence of prostate cancer. In 
addition, altered AP04 levels can be assayed in an 

10 individual with prostate cancer as a method of staging 
the degree or severity of the cancer, thereby providing 
critical information for determining the most 
advantageous therapeutic strategy. Altered AP04 levels 
also can be useful for the diagnosis of local and distant 

15 metastatic spread of prostate cancer and for assessment 
of disease volume. Such a diagnostic indicator is 
particularly useful in planning radiation therapy for 
prostate cancer by defining the limits of the spread of 
disease. 

20 Thus, the present invention provides a method 

of diagnosing prostate cancer in an individual by 
determining the level of AP04 in the individual. A 
method of the invention can be particularly useful in 
diagnosing prostate cancer in an individual at risk for 

25 this cancer, such as in men over the age of fifty or with 
a family history of prostate cancer. 

Soluble AP04 can be a naturally occurring form 
secreted into the bloodstream. For example, murine AP04- 
form occurs naturally in soluble form and is secreted 
30 into the bloodstream. In one embodiment, the invention 
provides a method of diagnosing prostate cancer in an 
individual by determining the level of soluble AP04 in 
the individual. Such methods can be particularly useful 
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since a non-invasive blood test can be used in order to 
determine the level of soluble AP04 , 

A variety of methods can be used to assay for 
the level of AP04 according to a method of the invention 
for diagnosing prostate cancer. Such methods include 
assays for AP04 RNA levels, for example, reverse 
transcriptase polymerase chain reaction (RT-PCR) 
analysis. Such methods further include immunoassays for 
determining the level of AP04 polypeptide, for example, 
radioimmunoassays and enzyme-linked immunoassays. The 
level of AP04 in an individual suspected of having 
prostate cancer can be determined, for example, in a 
sample such as a serum sample from the individual. If 
desired, the level of AP04 also can be assayed in situ, 
for example, by administering an anti-AP04 antibody 
linked to a detectable moiety and subsequent detection of 
the moiety. 

The invention also provides a method of 
identifying an effective pharmacological agent useful in 
20 the diagnosis or treatment of a disease associated with 
AP04 activity. The method includes the steps of 
contacting an AP04 polypeptide or active 

fragment thereof with an agent; and determining selective 
binding of the agent to the AP04 polypeptide or 

25 active fragment thereof, where the selective binding 

indicates that the agent is an effective pharmacological 
agent useful in the diagnosis or treatment of a disease 
associated with AP04 activity. An AP04 polypeptide or 
active fragment thereof useful in the invention can be, 

30 for example, an AP04 extracellular ligand binding domain. 
In one embodiment, the AP04 polypeptide or active 
fragment thereof is expressed in a cell or on the surface 
of a cell. In another embodiment, the AP04 polypeptide 
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or active fragment thereof is contacted with an agent in 
vitro. 

Methods for determining selective binding are 
known in the art and are described hereinabove. For 
5 example/ assays to determine selective binding include, 
two-hybrid systems, ELISA, RIA, receptor/ligand binding 
assays and other affinity assays such as chromatographic 
methods and panning. 

The present invention also provides a method of 
10 screening for an AP04 agonist useful in treating prostate 
cancer. The method includes the steps of contacting a 
cell expressing an AP04 polypeptide or active fragment 
thereof with an agent; and assaying for increased AP04 
activity, where increased AP04 activity indicates that 
15 the agent is an AP04 agonist useful in treating prostate 
cancer. 



An AP04 activity can be, for example, AP04 
binding to a ligand, activation of the JNK pathway or 
activation of NF-kB activity. AP04 activity also 
20 includes apoptotic activity in a cell in response. to 
increased AP04 expression or contact with AP04 . The 
stimulation or induction of apoptosis in the cell 
includes any increased level of apoptosis compared to the 
level observed prior to contact with the AP04 agonist. 

25 Further provided herein is a method of 

screening for an AP04 antagonist. The method includes 
the steps of contacting. a cell expressing an AP04 
polypeptide or active fragment thereof with an agent; and 
assaying for decreased AP04 activity, where decreased 

30 AP04 activity indicates that the agent is an AP04 
antagonist . 
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The invention also provides a method of 
identifying an effective pharmacological agent useful in 
the diagnosis or treatment of a disease associated with 
AP04 activity by forming a mixture including an AP04 
5 polypeptide or active fragment thereof, an AP04 signal 
transducer molecule that specifically interacts with a 
cytoplasmic domain of the AP04 polypeptide or active 
fragment thereof, and an agent; and detecting the level 
of AP04 activity in the presence of the agent, where an 

10 alteration in the AP04 activity relative to control 
activity indicates that the agent is an effective 
pharmacological agent useful in the diagnosis or 
treatment of a disease associated with AP04 activity. An 
alteration in AP04 activity can be an increased or 

15 decreased activity. Examples of AP04 activity include, 
for example, activation of the JNK pathway, activation of 
NF-kB, apoptosis, cell proliferation or cell 
differentiation. In such a method of the invention, the 
AP04 activity can be measured, for example, in vivo or in 

20 vitro. 

As discussed above, AP04 can be highly 
expressed in prostate cancer epithelial cells. Based on 
this expression, the present invention also provides a 
method of treating prostate cancer by administering to an 

25 individual having prostate cancer a conjugate including 
an AP04 selective binding agent linked to a therapeutic 
moiety. Administration of a conjugate including an AP04 
selective binding agent, for example, an anti-AP04 
monoclonal antibody, facilitates targeted delivery of a 

30 linked therapeutic moiety such as doxorubicin to prostate 
cancer epithelial cells. 

As used herein, the term "AP04 selective 
binding agent" means a simple or complex organic 
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molecule, peptide, peptidomimetic, polypeptide, antibody, 
nucleic acid, carbohydrate or lipid that binds with 
substantially higher affinity to an AP04 polypeptide than 
to an unrelated polypeptide. Methods for identifying a 
5 selective binding agent are described hereinabove. 

As disclosed herein, a therapeutic moiety can 
be, for example, a cancer chemotherapeutic agent linked 
to an AP04 selective binding agent to produce a conjugate 
containing an AP04 selective binding agent linked to a 

10 therapeutic moiety. Cytotoxic chemotherapy is the basis 
of the systemic treatment of disseminated malignant 
tumors. However, a , major limitation of the currently 
used chemotherapeutic agents is that these drugs have the 
narrowest therapeutic index in all of medicine. As such, 

15 the dose of cancer chemotherapeutic agents generally is 
limited by undesirable toxicity to the patient being 
treated. Thus, the ability of an AP04 selective binding 
agent to target a drug to cancerous prostate tissue 
allows for a higher amount of chemotherapeutic agent to 

20 be delivered directly to the cancer with reduced side 
effects . 

As used herein, the term "therapeutic moiety" 
means a physical, chemical, or biological material that 
is linked to an AP04 selective binding agent for the 

25 purpose of being targeted in vivo to an AP04 polypeptide. 
A therapeutic moiety can be a cancer chemotherapeutic 
agent such as doxorubicin, which, when linked to an AP04 
selective binding agent, provides a conjugate useful for 
treating a cancer in a subject. In addition, a 

30 therapeutic moiety can be a drug delivery vehicle such as 
a chambered microdevice, a cell, a liposome or a virus, 
which can contain an agent such as a drug or a nucleic 
acid. An AP04 selective binding agent also can be linked 
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to a therapeutic moiety expressed by a virus, for 
example, the adenovirus penton base coat protein, thus 
providing a means to target a virus to cancerous prostate 
cells (Wiclcman et al . , Gene Ther. 2:750-756 (1995); 
5 Weitzman et al.. In: "Gene Therapy and Vector Systems" 
2:17-25 (1997), each of which is incorporated herein by 
reference) . 

A therapeutic moiety also can be, for example, 
a radioactive moiety or can be a cytotoxic agent, 
including a toxin such as ricin or a drug such as a 
chemotherapeutic agent or can be a physical, chemical or 
biological material such as a liposome, microcapsule, 
micropump or other chambered microdevice, which can be 
used, for example, as a drug delivery system. Generally, 
such microdevices, should be nontoxic and, if desired, 
biodegradable. Various moieties including microcapsules, 
which can contain an agent, are well known in the art and 
commercially available (see, for example, "Remington's 
Pharmaceutical Sciences" 18th ed. (Mack Publishing Co. 
1990), chapters 89-91; Harlow and Lane, Antibodies: A 
laboratory manual (Cold Spring Harbor Laboratory Press 
1988), each of which is incorporated herein by 
reference) . 

25 In one embodiment, an AP04 selective binding 

agent for treating prostate cancer is a monoclonal or 
polyclonal antibody. Use of antibody-conjugated 
immunotoxins and radioactive moieties for the treatment 
of cancer are well known in the art, as described, for 

30 example, by Geissler et al. Cancer Res, , 52:2907-2915 
(1992); Thrush et al., Ann Rev. Immunol- , 14:49-71 
(1996); and Trail et al., Science , 261:212-215 (1993). 
For example, the anthracyclin, doxorubicin, has been 
linked to antibodies and the antibody/doxorubicin 
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conjugated have been therapeutically effective in 
treating tumors (Sivan et al., Cancer Res. 55:2352-2356 
(1995); Lau et al., Bioorg, Med, Chem. 3:1299-1304 
(1995); Shih et al.. Cancer Inununol. Immunother. 38:92-98 
5 (1994), which are incorporated herein by reference). 

Similarly, other anthracyclins, including idarubicin and 
daunorubicin, have been chemically conjugated to 
antibodies, which have delivered effective doses of the 
therapeutic moiety to tumors (Rowland et al.. Cancer 
10 Immunol. Immunother. 37:195-202 (1993); Aboud-Pirak et 
al., Biochem. Pharmacol. 38:^41-^4^ (1989)). Thus, an 
anthracyclin, such as doxorubicin, idarubicin or 
daunorubicin, is a therapeutic moiety particularly useful 
in the methods of the invention . 

15 A therapeutic moiety can be conjugated to a 

selective binding agent using a variety of methods. A 
covalent bond can be formed, for example, using 
glutaraldehyde, a heterobif unctional cross-linker or a 
homobifunctional cross-linker. Additional conjugation. 

20 methods include carbodiimide conjugation methods 

(Bauminger and Wilchek, Meth. Enzymol. 70:151-159 (1980), 
which is incorporated herein by reference) . 
Carbodiimides comprise a group of compounds that have the 
general formula R-N=C=N-R' , where R and R' can be 

25 aliphatic or aromatic, and are used for synthesis of 
peptide bonds. The preparative procedure is simple, 
relatively fast, and is carried out under mild 
conditions. Carbodiimide compounds attack carboxylic 
groups to change them into reactive sites for free amino 

30 groups. Carbodiimide conjugation has been used to 
conjugate a variety of compounds to carriers for the 
production of antibodies. 
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In addition to using carbodiimides for 
conjugation, the water soluble carbodiimide, l-ethyl-3- 
( 3-dimethylaminopropyl) carbodiimide (EDC) also can be 
used for conjugating a therapeutic moiety to an AP04 
5 selective binding agent. EDC can also be used to prepare 
active esters such as N-hydroxysuccinimide (NHS) ester. 
The NHS ester, which binds only to amino groups, then can 
be used to induce the formation of an amide bond with the 
single amino group of the doxorubicin. The use of EDC 
10 and NHS in combination is commonly used for conjugation 
in order to increase the yield of conjugate formation 
(Bauminger and Wichek, supra, 1980) . 

Other methods for conjugating a therapeutic 
moiety to an AP04 selective binding agent also can be 
used. For example, sodiiom periodate oxidation followed 
by reductive alkylation of appropriate reactants can be 
used, as can glutaraldehyde cross-linking. The 
cross-linking of proteins can additionally be 
accomplished by using reactive groups within the 
individual protein such as carbohydrate, disulfide, 
carboxyl or amino groups. Coupling can also be 
accomplished by oxidation or reduction of the native 
protein, or treatment with an enzyme, for example . 
However, it is recognized that, regardless of which 
method of producing a conjugate is selected, a 
determination must be made that the AP04 selective 
binding agent maintains its targeting ability and that 
the therapeutic moiety maintains its relevant function. 

The yield of therapeutic moiety/selective 
3 0 binding agent conjugate formed is determined using 
routine methods. For example, HPLC or capillary 
electrophoresis or other qualitative or quantitative 
method can be used (see, for example, Liu et al., JL^ 
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Chromatogr . 735:357-366 (1996); Rose et al . , 
Chromatogr . 425:419-412 (1988), each of which is 
incorporated herein by reference) . In particular, the 
skilled artisan will recognize that the choice of a 
5 method for determining yield of a conjugation reaction 
depends, in part, on the physical and chemical 
characteristics of the specific therapeutic moiety and 
selective binding agent. Following conjugation, the 
reaction products are desalted to remove any free peptide 
10 and free drug. 

A conjugate made up of an AP04 selective 
binding agent linked to a therapeutic moiety can be 
administered to an individual having prostate cancer, or, 
if desired, to an individual suspected of having prostate 
cancer or an individual at risk of developing prostate 
cancer. Administration can be accomplished, for example, 
by intravenous, intraperitoneal or subcutaneous 
injection. A conjugate made up of an AP04 selective 
binding agent linked to a therapeutic moiety can be 
administered by conventional methods using a dosage 
sufficient to reduce the growth or severity of the 
prostate cancer. Such dosages can be readily determined 
by those skilled in the art and include a variety of 
different regimes, including single high dose 
administration or repeated small dose administration or a 
combination of both. The dosing will depend on the 
progression of the disease and overall health of the 
individual and can be determined by those skilled in the 
art . 

30 The present invention also provides a method of 

treating or reducing the severity of an AP04-mediated 
disease in a subject, by administering an AP04 polypeptide 
or active fragment thereof or by administering a nucleic 
acid molecule encoding the AP04 polypeptide or fragment. 
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An AP04 polypeptide or nucleic acid molecule useful in 
such a method can be or encode, for example, an amino 
acid sequence identical or substantially the same as 
mAP04-aL (SEQ ID NO: 8) or an active fragment thereof, 
5 mAP04-aS (SEQ ID NO: 10) or an active fragment thereof, 
hAP04-cx (SEQ ID NO: 12) or an active fragment thereof, 
rAP04-of (SEQ ID NO: 14) or an active fragment thereof or 
mAP04-|3 (SEQ ID NO: 16) or an active fragment thereof, or 
mAP04-Y (SEQ ID NO: 32) or an active fragment thereof. An 

10 AP04 antisense nucleic acid, molecule, which has a 

nucleotide sequence that is identically or substantially 
complementary to an AP04 encoding nucleic acid or active 
fragment thereof, also can be used to treat or reduce the 
severity of an AP04-mediated disease according to a 

15 method of the invention. 

The present invention also provides a method of 
treating or reducing the severity of an AP04-mediated 
disease in a subject such as, for example, prostate 
cancer, by administering an AP04 regulatory agent to the 

20 subject. As used herein, an "AP04 regulatory agent" is 
an agent that inhibits or enhances a biological activity 
of an AP04 polypeptide. Such an AP04 regulatory agent 
can be, for example, an inhibitory agent capable of 
inhibiting the activity of AP04 or an AP04-mediated 

25 activity- For example, in the case of prostate cancer, 
individuals with this disease can be treated with 
inhibitors of a JNK pathway to reduce the severity of the 
disease . 

An AP04 regulatory agent can also be an AP04 
30 inhibitory agent such as a dominant negative form of 

AP04, or an AP04 selective binding agent that inhibits a 
biological activity of an AP04 polypeptide. Dominant 
negative forms of AP04 include, for example, soluble 
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forms of AP04 having an AP04 ligand binding domain such 
as mAP04-p, as well as membrane bound forms of AP04 
having an AP04 ligand binding domain but lacking a 
functional cytoplasmic tail such as mAP04-aS, known as 
5 "decoy receptors." One skilled in the art understands 
that such an AP04 regulatory agent can be an agent that 
selectively regulates a biological activity of an AP04 
polypeptide or, alternatively, can be a non-selective 
agent that, in addition to regulating a biological 
10 activity of an AP04 polypeptide, also regulates the 
activity of, for example, other TNF family receptors. 

As disclosed herein, amino acids 194 to 355 are 
important for activation of the JNK pathway and 
apoptosis. Since the mAP04a-short and mAP04-Y forms lack 

15 the above domains, these and similar isoforms of AP04 can 
lack the ability to induce the JNK pathway or cell death. 
However, since these isoforms of AP04 possess a complete 
or almost complete ligand-binding extracellular domain, 
they can still compete with the full-length form of AP04 

20 for binding to the ligand, thereby blocking signal 

transduction mediated by the full-length receptor. As 
such, mAP04a-short, mAP04-Y, their species homologs and 
isoforms, and natural or synthetic compounds mimicking 
their ligand-binding ability but lacking the complete 

2 5 cytoplasmic domain or the domain encoding the amino acids 
194 to 355 (or homologous domains in other species) can 
be useful therapeutic tools for the treatment of diseases 
resulting from the dysregulation of AP04 signal 
transduction pathway. Such agents also can serve as lead 

30 compounds for the development of therapeutic compounds 
useful in the diagnosis and treatment of diseases 
resulting from the dysregulation of AP04 function. 
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The AP06 encoding nucleic acids and 
polypeptides of the invention can be used to diagnose, 
treat or reduce the severity of an AP06-mediated disease. 
For example, the AP06 encoding nucleic acids, 
5 polypeptides and active fragments thereof can be used for 
diagnosis of an AP06-mediated disease or can be used to 
generate reagents useful for such diagnosis. Diagnosis 
can be performed, for example, by nucleic acid probe 
hybridization, or by amplification of AP06 encoding 

10 nucleotide sequences and subsequent electrophoretic 

analysis such as DNA sequencing. Diagnosis also can be 
performed, for example using antibody or ligand based 
detection with an AP06 selective binding agent . 
Detection can be performed ex vivo, for example, by 

15 removing a cell or tissue sample from an individual at 
risk of, suspected of having or exhibiting one or more 
symptoms of an AP06-mediated disease. Altered AP06 
expression or activity is indicative of an APOG-mediated 
disease- As used herein, the term "AP06-mediated 

20 disease" means a disease, pathology, or other condition 
resulting from an abnormality in the expression or 
activity of an AP06 polypeptide- Included within the 
meaning of the term "AP06-niediated disease" are disorders 
of cell loss,- disorders of cell accumulation and 

25 disorders of cell differentiation. 

The invention provides a method of treating or 
reducing the severity of an AP06-mediated disease in a 
subject by administering an AP06 polypeptide or active 
fragment thereof or by administering a nucleic acid 
3 0 molecule encoding the AP06 polypeptide or fragment. An 
AP06 polypeptide or nucleic acid molecule useful in such 
a method can be or encode, for example, an amino acid 
sequence identical or substantially the same as hAP06 
(SEQ ID NO: 18), or an active fragment thereof. An AP06 



PCT/US98/18393 



antisense nucleic acid molecule, which has a nucleotide 
sequence that is identically or substantially 
complementary to an AP06 encoding nucleic acid or active 
fragment thereof, also can be used to treat or reduce the 
5 severity of an AP06-mediated disease according to a 
method of the invention. 

In addition, the invention provides a method of 
treating or reducing the severity of an AP06-inediated 
disease in a subject by administering an AP06 regulatory 

10 agent to the subject. An "AP05 regulatory agent," as 
used herein, is an agent that inhibits or enhances a 
biological activity of an AP06 polypeptide- Such an AP06 
regulatory agent can be, for example, an AP06 inhibitory 
agent such as a dominant negative form of AP06, an 

15 alternatively spliced full-length form of AP06 

polypeptide or an AP06 selective binding agent that 
inhibits a biological activity of an AP06 polypeptide. 
An AP06 regulatory agent also can be an agent that 
selectively binds an alternatively spliced full-length 

20 form of AP06, thereby blocking or transmitting a signal 
through full-length AP06. One skilled in the art 
understands that an AP06 regulatory agent can be an agent 
that selectively regulates a biological activity of an 
AP06 polypeptide or, alternatively, can be a 

25 non-selective agent that, in addition to regulating a 
biological activity of an AP06 polypeptide, also 
regulates the activity of, for example, other TNF family 
receptors. 

The TNRLl encoding nucleic acids and 
30 polypeptides of the invention can be used to diagnose, 

treat or reduce the severity of a TNRLl -mediated disease. 
For example, the TNRLl encoding nucleic acids, 
polypeptides and active fragments thereof can be used for 
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diagnosis of a TNRLl -mediated disease or can be used to 
generate reagents useful for such diagnosis. Diagnosis 
can be performed, for example, by nucleic acid probe 
hybridization, or by amplification of TNRLl encoding 
5 nucleotide sequences and subsequent elect rophoretic 

analysis such as DNA sequencing. Diagnosis also can be 
performed using, for example, antibody or Ligand based 
detection with a TNRLl selective binding agent . 
Detection can be performed ex vivor for example, by 

10 removing a cell or tissue sample from an individual at 
risk of, suspected of having or exhibiting one or more 
symptoms of a TNRLl-mediated disease. Altered TNRLl 
expression or activity is indicative of a TNRLl-mediated 
disease. As used herein, the term "TNRLl-mediated 

15 disease" means a disease, pathology, or other condition 
resulting from an abnormality in the expression or 
activity of a TNRLl polypeptide. Included within the 
meaning of the term "TNRLl-mediated disease" are 
disorders of cell loss, disorders of cell accumulation 

20 and disorders of cell differentiation. 

The invention also provides a method of 
treating or reducing the severity of a TNRLl-mediated 
disease in a subject by administering a TNRLl polypeptide 
or active fragment thereof or by administering a nucleic 

25 acid molecule encoding the TNRLl polypeptide or fragment. 
A TNRLl polypeptide or nucleic acid molecule useful in 
the method can be or encode, for example, an amino acid 
sequence identical or substantially the same as hTNRLl-a 
(SEQ ID NO: 20) or an active fragment thereof, mTNRLl-of 

30 (SEQ ID NO: 22) or an active fragment thereof, hTNRLl-(3 

(SEQ ID NO: 24) or an active fragment thereof, or mTNRLl-p 
(SEQ ID NO: 26) or an active fragment thereof. A TNRLl 
antisense nucleic acid molecule, which has a nucleotide 
sequence that is identically or substantially 
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complementary to a TNRLl encoding nucleic acid or active 
fragment thereof, also can be used to treat or reduce the 
severity of a TNRLl-mediated disease. 

In addition, the invention provides a method of 
5 treating or reducing the severity of a TNRLl-mediated 
disease in a subject by administering a TNRLl regulatory 
agent to the subject. A "TNRLl regulatory agent," as 
used herein, is an agent that inhibits or enhances a 
biological activity of a TNRLl polypeptide, A TNRLl 

10 regulatory agent can be, for example, a TNRLl stimulatory 
agent such as a soluble form of TNRLl having a TNRLl 
receptor binding domain. A TNRLl regulatory agent also 
can be, for example, a TNRLl selective binding agent that 
inhibits a biological activity of a TNRLl polypeptide. 

15 Such a TNRLl selective binding agent can be, for example, 
a small peptide, organic molecule or other agent which 
competes with TNRLl for' binding to a TNRLl receptor but 
which, when bound, does not lead to receptor aggregation 
or signal transduction. One skilled in the art 

20 understands that a TNRLl regulatory agent can be an agent 
that selectively regulates a biological activity of a 
TNRLl polypeptide or, alternatively, can be a 
non-selective agent that, in addition to regulating a 
biological activity of a TNRLl polypeptide, also 

25 regulates the activity of, for example, other TNF family 
ligands. 

The TNRL3 encoding nucleic acids and 
polypeptides of the invention also can be used to 
diagnose, treat or reduce the severity of a 
30 TNRLS-mediated disease. For example, the TNRL3 encoding 
nucleic acids, polypeptides and active fragments thereof 
can be used for diagnosis of a TNRLS-mediated disease or 
can be used to generate reagents useful for such 
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diagnosis. Diagnosis can be performed, for example, by 
nucleic acid probe hybridization, or by amplification of 
TNRL3 encoding nucleotide sequences and subsequent 
electrophoretic analysis such as DNA sequencing. 
5 Diagnosis also can be performed, for example, using 

antibody or ligand based detection with a TNRL3 selective 
binding agent. Detection can be performed ex vivo, for 
example, by removing a cell or tissue sample from an 
individual at risk of, suspected of having or exhibiting 

10 one or more symptoms of a TNRLS-mediated disease. 

Altered TNRL3 expression or activity is indicative of a 
TNRL3-mediated disease. As used herein, the term 
"TNRL3-inediated disease" means a disease, pathology, or 
other condition resulting from an abnormality in the 

15 expression or activity of a TNRL3 polypeptide. Included 
within the meaning of the term "TNRL3-mediated disease" 
are disorders of cell. loss, disorders of cell 
accumulation and disorders of cell differentiation. 

The invention also provides a method of 
20 treating or reducing the severity of a TNRL3-mediated 

disease in a subject by administering a TNRL3 polypeptide 
or active fragment thereof or by administering a nucleic 
acid molecule encoding the TNRL3 polypeptide or fragment. 
A TNRL3 polypeptide or nucleic acid molecule useful in 
25 the method can be or encode, for example, an amino acid 
sequence identical or substantially the same as hTNRL3 
(SEQ ID NO:28) or an active fragment thereof, or mTNRL3 
(SEQ ID NO: 30) or an active fragment thereof. A TNRL3 
antisense nucleic acid molecule, which has a nucleotide 
30 sequence that is identically or substantially 

complementary to a TNRL3 encoding nucleic acid or active 
. fragment thereof, also can be used to treat or reduce the 
severity of a TNRLS-mediated disease. 



wo 99/1 1791 PCT/US98/18393 

84 

In addition, the invention provides a method of 
treating or reducing the severity of a TNRL3-mediated 
disease in a subject by administering a TNRL3 regulatory 
agent to the subject. A "TNRL3 regulatory agent," as 
5 used herein, is an agent that inhibits or enhances a 
biological activity of a TNRL3 polypeptide. A TNRL3 
regulatory agent can be, for example, a TNRL3 stimulatory 
agent such as a soluble form of TNRL3 having a TNRL3 
receptor binding domain. A TNRL3 regulatory agent also 

10 can be, for example, a TNRL3 selective binding agent that 
inhibits a biological activity of a TNRL3 polypeptide. 
Such a TNRL3 selective binding agent can be, for example, 
a small peptide, organic molecule or other agent which 
competes with TNRL3 for binding to a TNRL3 receptor but 

15 which, when bound, does not lead to receptor aggregation 
or signal transduction. One skilled in the art 
understands that such a TNRL3 regulatory agent can be an 
agent that selectively regulates a biological activity of 
a TNRL3 polypeptide or, alternatively, can be a 

20 non-selective agent that, in addition to regulating a 
biological activity of a TNRL3 polypeptide, also 
regulates the activity of, for example, other TNF family 
ligands. 

The present invention also provides a method of 
25 treating or reducing the severity of a disorder of cell 
loss. Examples of such pathologies, which can result 
from excessive programmed cell death, include AIDS and 
degenerative disorders such as Alzheimer's disease, 
Parkinson's disease, amyotrophic lateral sclerosis, 
30 retinitis pigmentosa, and cerebellar degeneration. 

Disorders of cell loss caused by excessive programmed 
cell death also include myelodysplastic syndromes such as 
aplastic anemia and ischemic injuries such as myocardial 
infarction, stroke and reperfusion injury. Any such 
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pathology is encompassed by the term "disorder of cell 
loss," which, as used herein, means a disease, pathology 
or other condition characterized by excessive cell death 
or differentiation or inadequate cellular proliferation 
5 resulting in an abnormally reduced number of cells. 

Thus, the invention provides a method of 
treating or reducing the severity of a disorder of cell 
loss in a subject by administering an agent that 
selectively decreases AP08 apoptotic activity, thereby 

10 inhibiting apoptosis in the subject. The invention also 
provides a method of treating or reducing the severity of 
a disorder of cell loss in a subject by administering an 
agent that selectively decreases apoptotic activity, 
whe re the apoptotic activity is selected from, the group 

15 selected from AP09 apoptotic activity, AP04 apoptotic 

activity or AP06 apoptotic activity. Such methods can be 
used to treat, for example, acquired immunodeficiency 
syndrome, which is characterized by an increased level of 
apoptosis in an infected T cell as compared to a normal T 

20 cell. The methods of the invention for treating or 
reducing the severity of a disorder of cell loss in a 
subject also can be used to treat neurodegenerative 
disorders such as Alzheimer's disease or Parkinson's 
disease, the disorders of cell loss described above or 

25 another disorder of cell loss known in the art. 

As used herein, an agent that "selectively 
decreases AP08 apoptotic activity" produces a 
substantially greater reduction in the apoptotic activity 
of an AP08 polypeptide relative to any reduction in the 
30 apoptotic activity of another polypeptide, for example, 
another pro-apoptotic TNF receptor such as TNFR-1. 
Similarly, an agent that selectively decreases AP09, AP04 
or AP06 apoptotic activity produces a substantially 



wo 99/11791 



PCTAJS98/18393 



86 

greater reduction in the apoptotic activity of an AP09 
polypeptide, an AP04 polypeptide, or an AP06 polypeptide, 
respectively, relative to any reduction in the apoptotic 
activity of an unrelated polypeptide - 

5 The present invention also provides a method of 

treating or reducing the severity of a disorder of 
increased cell accumulation. Disorders of increased cell 
accumulation include cancers such as lymphomas, 
carcinomas, and hormone dependent tumors such as breast, 

10 prostrate and ovarian tumors. Additionally, autoimmune 
diseases, such as myasthenia gravis, rheumatoid 
arthritis, systemic lupus erythematosus and 
immune-mediated glomerulonephritis, and viral infections 
such as herpesvirus, poxvirus and adenovirus can be a 

15 disorder of increased cell accumulation. Pathological 

conditions involving smooth or cardiac muscle cells, such 
as hepatic necrosis vasculitis, angiogenesis, 
atherosclerosis and myocarditis, also can result from 
increased cell accumulation. Any such pathology is 

20 encompassed within the term "disorder of increased cell 
accumulation," which, as used herein, means a disease, 
pathology or other condition characterized by diminished 
. cell death or differentiation or excess cell 
proliferation resulting in an abnormally high number of 

25 cells. 

Provided herein is a method of treating or 
reducing the severity of a disorder of cell accumulation 
in a subject by administering an AP08 polypeptide or 
active fragment thereof, or a nucleic acid molecule 
30 encoding the AP08 polypeptide or active fragment, to the 
subject. The present invention also provides a method of 
treating or reducing the severity of a disorder of cell 
accumulation in a subject by administering an AP09 
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polypeptide or active fragment thereof, or a nucleic acid 
molecule encoding the AP09 polypeptide or fragment,^ to 
the subject. Further provided herein is a method of 
treating or reducing the severity of a disorder of cell 
5 accumulation in a subject by administering an AP04 

polypeptide or active fragment thereof, or a nucleic acid 
molecule encoding the AP04 polypeptide or fragment, to 
the subject. The invention also provides a method of 
treating or reducing the severity of a disorder of cell 
10 accumulation in a subject by administering an AP06 

polypeptide or active fragment thereof, or a nucleic acid 
molecule encoding the AP06 polypeptide or fragment, to 
the subject. 

The TNRLl and TNRL3 polypeptides of the 
15 invention also can be useful in treating or reducing the 
severity of the disorder of cell accumulation. The 
present invention provides a method of treating or 
reducing the severity of a disorder of cell accumulation 
in a subject by administering a TNRLl polypeptide or 
20 active fragment thereof, or a nucleic acid molecule 
encoding the TNRLl polypeptide or fragment, to the 
subject. Also provided herein is a method of treating or 
reducing the severity of a disorder of cell accumulation 
in a subject by administering a TNRL3 polypeptide or 
25 active fragment thereof, or a nucleic acid molecule 
encoding the TNRL3 polypeptide or fragment, to the 
subject . 

Further provided herein is a method of treating 
or reducing the severity of a disorder of cell 
30 accumulation in a subject by administering an agent that 
selectively increases AP08 apoptotic activity, thereby 
enhancing apoptosis in the subject. The invention also 
provides a method of treating or reducing the severity of 
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a disorder of cell accumulation in a subject by 
administering an agent that selectively increases 
apoptotic activity, where the apoptotic activity is 
selected from the group consisting of AP09 apoptotic 
5 activity, AP04 apoptotic activity or AP06 apoptotic 
activity. The present invention further provides a 
method of treating or reducing the severity of a disorder 
of cell accumulation in a subject by administering an 
agent that selectively increases apoptotic activity, 
10 where the apoptotic activity is selected from the group 
consisting of TNRLl apoptotic activity and TNRL3 
apoptotic activity. The methods of the invention for 
treating or reducing the severity of a disorder of cell 
accumulation can be used to treat, for example, cancers 
15 such as breast, prostrate and ovarian tumors, lymphomas 
and carcinomas as well as the disorders of cell 
accumulation described above or another disorder of cell 
accumulation known in the art. 

As used herein, an agent that "selectively 
increases AP08 apoptotic activity" means an agent that 
produces a substantially greater enhancement of the 
apoptotic activity of an AP08 polypeptide relative to any 
enhancement of the apoptotic activity of another 
polypeptide, for example, another pro-apoptotic TNF 
receptor such as CD27. Similarly, an agent that 
selectively increases AP09, AP04, or AP06 apoptotic 
activity produces a substantially greater enhancement of 
the apoptotic activity of an AP09. polypeptide, an AP04 
polypeptide, or an AP06 polypeptide, respectively, 
relative to any enhancement of the apoptotic activity of 
an unrelated polypeptide. In addition, an agent that 
selectively increases TNRLl or TNRL3 apoptotic activity 
produces a substantially greater enhancement of the 
apoptotic activity of a TNRLl polypeptide or TNRL3 



25 
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polypeptide, respectively, relative to any enhancement of 
an unrelated polypeptide such as TNF-a. 

The following examples are intended to 
illustrate but not limit the present invention. 

5 £X2^LE I 

Identification and Characterization of human APQ8 and 
AP08 related polypeptide 

This example describes the identification and 
characterization of nucleic acid sequences encoding 
10 full-length human AP08 and the AP08 related polypeptide 
AP08RP, 

X^olatxon and chsiracterlzatlon of the bAP08 cDNA 



AP08 is a human cDNA related to IMAGE 
consortium clones 650744 and 664665, which were derived 

15 from a Stratagene NT neuronal library. These clones were 
identified by searching the EST database (dbEST) for 
sequences with homology to the extracellular domain of 
human TNFR-1 protein using the TBLASTN algorithm 5' and 
3' RACE was performed on human fetal brain Marathon-ready 

20 mRNA (Clontech, Palo Alto, CA) according to the 

manufacturer's instructions. 3' RACE was performed with 
primer SEQ ID NO: 34 

( 5 • -CTGTTGGATCCAGCTGAGTCTGCTCTGATCACCCAAC-3 ' ) and API 
primer SEQ ID NO: 38 (5 » -CCATCCTAATACGACTCATATAGGGC-3 ' ) , 

25 The subsequent round of nested PCR was performed with 

primer SEQ ID NO: 35 (5 * -GGACACCATATCTCAGAAGACGGTAGAG-3 ' ) 
AP2 primer SEQ ID NO:36 (5 * -ACTCATATAGGGCTCGAGCGGC-3 ' ) . 
5* RACE was performed with primer SEQ ID NO: 37 
(5'-TATAGTCCTGTCCATATTTGCAGGAGATG-3') and the API primer 

30 SEQ ID NO: 38, The subsequent round of nested PCR was 
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performed with primer SEQ ID NO: 38 

(5*-CTCTACCGTCTTCTGAGATATGGTGTCC-3') and the AP2 primer 
SEQ ID NO:36. RACE fragments were cloned into the PCR2 . 1 
vector using the Original TA Cloning kit (Inyitrogen, 
5 Carlsbad, CA) , Inserts from eight or more individual 
clones were PGR amplified using flanking vector primers 
Vn26 (SEQ ID NO:39; 5 ' -TTTCCCAGTCACGACGTTGTA-3 ' ) and Vn27 
(SEQ ID NO: 40; 5 ' -GTGAGCGGATAACAATTTCAC-3 ' ) and purified 
using the Wizard PGR kit (Promega, Madison, WI ) . The 

10 inserts were sequenced on an ABI 373 automated 

fluorescent sequencer with dye terminators using purified 
PGR product or plasmid DNA as template and primers SEQ ID 
NOS:39 and 40 as the sequencing primers. Percentage 
identity and similarity scores were obtained using the 

15 Gap program (Genetic Computer Group, Madison, WI) . 

The isolated full-length AP08 cDNA nucleotide 
sequence, provided as SEQ ID N0:1, encodes a polypeptide 
of 411 amino acids with characteristics of a cell surface 
receptor, including an N-terminal signal peptide of 51 

20 amino acids and a transmembrane region of 27 amino acids 
(residues 185 to 212). The context of the initiating 
methionine (CCGCCATGG) conforms to the Kozak consensus 
sequence, and an in-frame stop codon ten amino acids 
upstream of this methionine confirmed that it is the true 

25 start site. The extracellular domain (residues 52 
to 184) of hAPOB contains the cysteine-rich 
pseudo-repeats that are a hallmark of the TNF receptor 
family and exhibits a high degree of amino acid sequence 
homology to the TRAIL receptor (DR4) (58% identity and 

30 70% similarity; Pan et al., supra, 1997, which is 

incorporated herein by reference) . To a lesser extent, 
the extracellular domain of hAP08 is homologous to TNFR-1 
(27% amino acid identity and 46% similarity), FAS/APO-1 
(25% amino acid identity and 45% similarity), DR3 (21% 
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amino acid identity and 40% similarity) and other members 
of the TNFR family {see Table 1) . Based on this 
homology, the AP08 polypeptide is classified as a new 
member of the TNFR family. 

5 hAP08 has a cytoplasmic tail of 212 amino acids 

(residues 213 to 411) with a death domain near the 
C-terminus. As shown in Figure 4B, the AP08 death domain 
exhibits significant sequence homology to the death 
domains of DR4, TNFR-1, FAS/APO-1 and DR3 . Furthermore^ 
10 several amino acids that are essential for transmission 
of the apoptotic signal by TNFR-1 and FAS/APO-1 also are 
conserved in the death domain of AP08 . This includes 
leucine residue 334, which corresponds to the site of the 
Ipr mutation in the murine FAS receptor (see Figure 4B) . 

15 Expression of hAP08 was studied by Northern 

analysis. A major transcript of about 4.4 kb was seen in 
all tissues tested, including spleen, thymus, prostate, 
testis, ovary, small intestine, colonic mucosa and 
peripheral blood lymphocyte (PBL) , with the highest level 

20 of expression in PBL, A more slowly migrating minor 
transcript, which may represent the product of 
alternative splicing, was present in all tissues assayed. 
These results demonstrate that RNA encoding the human 
AP08 polypeptide is widely expressed. 

25 Northern analysis was performed using a 

multiple human tissue RNA blot (#7759-1) from Clontech. 
The blot was hybridized with a ^^P-labeled AP08 cDNA 
according to the manufacturer's instructions. 
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Characterization of the AP08 related polypeptide (AP08RB) 
cDNA 



The AP08RP nucleotide sequence, shown in 
Figure 3A, encodes a polypeptide of 410 amino acids. 
5 Alignment of the amino acid sequences of human AP08 (SEQ 
ID NO: 2) and human AP08RP (SEQ ID NO: 4) revealed that 
hAPOBRP exhibits substantial homology to hAPOB throughout 
the entire polypeptide sequence. The hAPOS and hAPOBRP 
predicted signal peptides, transmembrane regions and 

10 death domains are shown in Figure 4A. In particular, the 
hAPOBRP signal peptide sequence (residues 1 to 51) is 
homologous to the hAPOS signal peptide (residues 1 
to 51), indicating that the N-terminal portion of the 
hAPOBRP signal is Met-Gly-Gln-His . Hydrophobicity plots 

15 of the hAPOB and hAPOBRP sequences support the conclusion 
that the hAPOS signal peptide corresponds to residues 1 
to 51 shown in Figure 4A and that the AP08RP signal 
peptide corresponds to residues 1 to 51 shown in 
Figure 4A. Furthermore, two artificial neural networks 

20 (Nielsen et al.. Protein Eng. 10:1-6 (1997), which is 

incorporated by reference herein) , trained at recognizing 
eukaryotic signal peptides and their cleavage sites, 
identified cleavable signal peptides between amino acids 
1 to 51 of AP08 and between amino acids 1 to 51 of 

25 hAPOBRP, respectively. The results with hAPOBRP contrast 
with those of Pan et al., supra ^ 1997, which describe a 
related protein containing an additional 58 N-terminal 
residues. 



Hydrophobicity plots were generated by using 
3 0 the Pepplot program (Genetic Computer Group) . Artificial 
neural networks analysis for recognizing the signal 
peptides and their cleavage sites was performed using the 
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Signal VI. 1 World Wide Web Server (http://www.cbs.dtu.dk/service 

EXAMPLE II 

AP08 and DR4 rec^late NF-kB expression and induce 
FADD-dependent apoptosis 

5 This example demonstrates that AP08 and AP08RP 

induce cell death through the cytoplasmic protein FADD. 
In addition, the AP08 and AP08RP polypeptides activate 
NF-kB expression. 

AP08 Induces apoptosis 

10 The ability of hAPOB to induce apoptosis was 

assayed in the human breast carcinoma cell line MCF-V, 
the human embryonic kidney cell 293T subclone and the 
baby hamster kidney BHK cell line. Transient 
transfection of full-length hAP08 induced rapid apoptosis 

15 in all three cell lines tested. In contrast, expression 
of an AP08 deletion mutant lacking the C-terminal 192 
amino acids ("AP08ACP") or an AP08 deletion mutant 
lacking the C-terminal 134 amino acids, which includes 
the death domain, ("AP08ADD") failed to induce apoptosis . 

20 Exemplary results in MCF-7 cells are shown in Figure 5A. 
These data demonstrate that the C-terminal 134 amino 
acids of hAPOB including its death domain are essential 
for transmitting the apoptotic signal. Furthermore, a 
mutant construct containing a leucine to asparagine 

25 substitution at residue 334 ( "AP08-L334N" ) also failed to 
induce apoptosis (Figure 4A) . Leucine 334 corresponds to 
the site of the Ipr mutation and is essential for 
apoptotic signaling in TNFR-1, FAS/APO-1 and DR3 . These 
results indicate that, like TNFR-1, FAS/APO-1 and DR3, 

30 leucine residue 334 is required for apoptotic activity of 
hAPOB . 
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AF08 and AP08EF Induced apoptosis Is mediated hy 
FRDD/MORTl 

The adaptor molecule FADD/MORTl mediates 
apoptosis by the death domain containing receptors 
5 TNFR-1, FAS/APO-1 and DR3 either directly or through an 
intermediate adaptor molecule TRADD. For example, 
dominant negative FADD can effectively block the 
apoptosis mediated by these death receptors. A dominant 
negative FADD construct consisting of the FADD death 

10 domain was tested for the ability to modulate AP08 and . 
AP08RP mediated apoptosis in 293T cells. Increasing 
amounts of dominant negative FADD led to progressive 
inhibition of apoptosis mediated by DR3, which has 
previously been shown to mediate cell death through FADD. 

15 As shown in Figure 5B, progressive inhibition of 

apoptosis was also observed for the hAP08 and hAPOBRP 
receptors, with almost complete inhibition of apoptosis 
at a receptor to dominant negative FADD DNA ratio of 
1:10. Dominant negative FADD also inhibited AP08 

20 mediated apoptosis in MCF-7 cells (Figure 5C) . These 
results demonstrate that both hAP08 and hAPOBRP induced 
apoptosis is dependent upon FADD/MORT, Thus, a variety 
of death domain containing receptors {TNFR-1, FAS/APO-1, 
DR3, hAP08 and hAPOBRP) induce apoptosis through the 

25 FADD/MORT adaptor molecule. 

Apoptotic signaling by the TNF receptors TNFR-1 
and DR3 involves FADD-mediated recruitment of the ICE 
protease FLICE/MACHl (Caspase 8) to the aggregated death 
receptor complex. To test whether hAP08 induced 
30 apoptosis also involves recruitment of FLICE/MACHl, the 
ability of a dominant negative FLICE mutant to block 
APOB-induced apoptosis was tested. This FLICE mutant 
contains a cysteine to serine substitution at the 
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catalytic site and is designated "FLICE-C360S . " As shown 
in Figure 5C, this FLICE-C360S mutant was able to 
effectively block apoptosis mediated by AP08. In view of 
previous results demonstrating that FLICE interacts with 
5 FADD, these data provide further evidence that 
AP08-induced apoptosis relies on a FADD-dependent 
pathway - 

Several caspase inhibitors, z-VAD-fmk and CrmA, 
have previously been shown to block apoptosis of TNF 

10 death receptors. The ability of these caspase inhibitors 
to effect AP08 mediated apoptosis was assayed, and the 
results are shown in Figure 5C. These results 
demonstrate that z-VAD-fmk and CrmA each inhibit 
AP08-induced apoptosis, indicating that AP08 causes cell 

15 death through a caspase-dependent pathway - 

Myc and 6X-His epitope tagged AP08 constructs 
were prepared by amplifying amino acids 51 to 411 of AP08 
using pfu polymerase (Stratagene, La Jolla, CA) with a 5* 
primer containing a BamHI site and a 3* primer containing 

20 a Sail site. The amplified AP08 fragment was 

subsequently ligated to a modified pSecTag A vector 
(Invitrogen) containing a Myc or an MRG-6XHis epitope tag 
downstream of a murine Ig K-chain signal peptide. The 
AP08-L334N construct, which has a leucine to asparagine 

25 mutation at residue 334, was generated by mutagenesis of 
the 6X-His-AP08 plasmid with primers SEQ ID NO: 41 
( 5 ' -CGCTCATGAGGAAGTTGGGCAACATGGACAATGAGATAAAG-3 ' ) and SEQ 
ID NO : 42 ( 5 • -CTTTATCTCATTGTCCATGTTGCCCAACTTCCTCATGAGCG-3 ' ) 
using the Quickchange kit (Stratagene) according to the 

30 manufacturer's instructions. Deletion construct AP08ACP 
lacks the 192 C-terminal residues of full-length AP08 and 
was constructed by creating a PGR generated Xbal site in 
the wild type AP08 sequence. Deletion construct AP08ADD 
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lacks the C-terminal 134 residues of AP08 and was 
prepared using a naturally occurring Smal site in the 
AP08 sequence. The sequences of each of the above 
constructs were confirmed by automated fluorescent 
5 sequencing. 

Epitope-tagged versions of AP08RP (amino acids 
52 to 410), DR3 (amino acids 27 to 418) and FAS/APOl 
(amino acids 19 to 335) were constructed as described 
above for the AP08 expression vector except that the 5' 
10 primer for amplifying Fas/APOl contained an EcoRI site 
and the resulting PGR product was cloned into the EcoRI 
and Sail sites of the modified pSecTag A vector. 

The dominant negative FADD construct (DN-FADD) 
encodes amino acids 80 to 208 of human FADD in pCDNA3 

15 (Invitrogen) and was prepared by Michael Wright of the 
University of Washington. The FLICE-C360S mutant, which 
contains a cysteine to serine substitution at residue 
3 60, was prepared with primers SEQ ID NO: 43 
( 5 • -GTGTTTTTTATTCAGGCTAGTCAGGGGGATAACTACCAGAA-3 ' ) and SEQ 

20 I D NO 4 4 ( TTCTGGTAGTTATCCCCCTGACTAGCCTGAATAAAAAACAC- 3 ' ) 

using Stratagene's Quickchange kit. The N-terminal TRADD 
deletion mutant ND-TRADD-HA, which lacks the N-terminal 
102 amino acids, and RIP-HA tagged constructs were 
prepared using custom primers designed to generate a 

2 5 C-terminal HA-tag. The sequence of each of the above 
constructs was confirmed by automated fluorescent 
sequencing. 

For transient transfection assays, .0.8-1 X 10^ 
MCF-7 or BHK cells were cotransf ected with I //g of 
30 various test plasmids and 200 ng of a lacZ expression 
plasmid in a 24-well plate using 3 //I of Superfect 
(Qiagen, Santa Clarita, CA) in DMEM supplemented with 10% 



wo 99/11791 



PCT/US98/18393 



97 

FCS essentially according to the manufacturer's 
instructions. After 3 hr, 0.5 ml of fresh DMEM ^ 
supplemented with 10% FCS was added. Twenty-four to 
thirty-six hours later, cells were fixed with 0.05% 
5 glutaraldehyde in PBS and stained. with 

5-bromo-4-chloro-3-indolyl-3-D-galactosidase (X-GAL) . 
For transient transfection of 293T cells, 1 x 10^ cells 
were transfected by calcium phosphate precipitation in a 
24"well plate essentially as described in Sambrook et 

10 al., supra, 1989. The data shown in Figure 5A represent 
the mean +/- the standard deviation determined from three 
independent experiments performed in duplicate. The 
percentage of apoptotic cells was calculated as the 
percentage of cells showing p-galactosidase activity and 

15 apoptotic morphology as indicated by a round and 

condensed shape as compared to the total number of blue 
staining cells. 

For the dominant negative FADD experiments 
shown in Figure 5B, 150 ng of each receptor (AP08, AP08RP 

20 or DR3) was transfected into 2 93T cells with 150 ng, 7 50 
ng or 1500 ng of DN-FADD DNA. The total amount of DNA in 
each transfection was held constant by adding control 
vector plasmid DNA. The results shown in Figure 5B are 
representative of two independent experiments performed 

25 in duplicate. 

For the inhibition experiments shown in 
Figure 5C, MCF-7 cells were transfected with the Myc-APOS 
expression construct and a control empty expression 
vector or an expression vector encoding DN-FADD, 
30 FLICE-C360S or CrmA. For experiments with the protease 
inhibitor z-VAD-fmk, cells transfected with Myc-APOS and 
the control vector were treated with 20 ]iM z-VAD-fmk 
twelve hours after transfection. Cells were transfected 
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and scored for apoptotic morphology as described above. 
The data shown in Figure 5C are representative of three 
independent experiments performed in duplicate. 

AP08 and AP08RP activate NF-kB by a TRADD dBpendent 
5 pathway 

Activation of TNFR-1 and DR3 has been shown to 
induce NF-kB expression, and NF-kB activation can block 
apoptosis. To test the possibility that AP08 can 
regulate NF-kB expression, AP08 expression constructs 

10 were cotransf ected into 293T cells with a NF-kB 

luciferase reporter containing four copies of an NF-kB 
binding site. As shown in Figure 5D, overexpression of 
AP08 produced significant activation of NF-kB in 2 93T 
cells, while C-terminal deletion mutants AP08ACP and 

15 AP08ADD and the AP08-L334N point mutant did not activate 
NF-kB. Similarly, overexpression of AP08RP activated 
NF-kB as compared to control expression vector (see 
Figure 5D) . These results show that AP08 activates NF-kB 
expression and that the AP08 death domain is required for 

20 this activation. In addition, these results show that 
AP08RP, in contrast to the DR4 receptor described in Pan 
et al., supra, 1997, also activates NF-kB expression. 

NF-kB activation experiments were performed as 
follows using a NF-kB luciferase reporter with four NF-kB 

25 binding sites and a minimal thymidine kinase promoter 
(Berberich et al., J, Immunol. 153:4357-4 366 (1994), 
which is incorporated herein by reference). 293T cells 
were cotransf ected in duplicate as described above* with 
0,5 pg of Myc-tagged or 6XHIS-tagged receptor expression 

30 construct, 0.5 pg NF-kB reporter construct and 0.2 pg 
lacZ expression construct. After eighteen hours/ cells 
in one well were fixed and stained with X-GAL to 
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determine the relative transfection efficiency. Cell 
extracts were prepared from the duplicate well and 
analyzed for luciferase activity using the Luciferase 
Assay system (Promega, Madison, WI) following the 
5 manufacturer's instructions. Shown in Figure 5D is the 
mean +/- standard deviation calculated from three 
independent representative experiments. 

Domln&nt nGgat±v& ^^M)D can hlock NF-xB activation by 
^08, and DRS 

10 As described above, the death domain of AP08 is 

required for AP08-mediated apoptosis and for NF-kB 
activation. TNFR-1 and DR3 mediated apoptosis and NF-kB 
activation also are mediated through the TNFR-1 and DR3 
death domains, and may be a result of death domain 

15 recruitment of TRADD (Kitson et al., Nature 384:372-375 

(1996); Tartaglia et al . , Cell 74:845-853 (1993), each of 
which is incorporated herein by reference) - TRADD can 
activate the apoptotic pathway through FADD and can 
activate the NF-kB pathway through RIP and TRAF2 (Hsu et 

20 al., Cell 84:299-308 (1996); Liu et al,. Cell 87:565-576, 
each of which is incorporated herein by reference) . 

A TRADD mutant deleted for the N-terminal 102 
residues (ND-TRADD) lacks a complete TRAF2-binding domain 
but has a complete RIP/FADD-binding death domain (Liu et 

25 al., supra, 1996). This TRADD mutant may function as a 
dominant negative by competing with endogenous 
full-length TRADD for binding to receptor death domains 
but failing to effectively recruit TRAF2.. The ability of 
dominant negative TRADD (ND-TRADD) to block NF-kB 

30 activation by AP08, AP08RP and DR3 was tested in 293T 
cells . 
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Briefly, 293T cells were cotransf ected in 
duplicate with an appropriate receptor and ND-TRADD 
along with NF-kB (0.5 pg) and lacZ (0.2 pg) reporter 
constructs. The receptor-to-ND-TRADD ratio was 1:5 (0.15 
5 pg to 0.75 \ig) . The total amount of plasmid was kept 
constant by adding vector DNA without insert. Eighteen 
hours post transfection, luciferase activity was measured 
from one of the duplicate wells using the luciferase 
assay reagent (Promega) and following the manufacturer's 
10 instructions. The cells in the other well were fixed 

with glutaraldehyde and stained with X-gal to obtain the 
relative transfection efficiency. Results (mean +/- SD) 
are from at least four independent experiments. 

The results showed that ND-TRADD effectively 
15 blocked NF-kB activation by all three death domain 
receptors. Weak NF-kB activation was observed with 
ND-TRADD transfected alone in 293T cells, possibly as a 
result of the ability of ND-TRADD to recruit RIP and, 
indirectly, TEU\F2 through death domain-death domain 
20 interactions (Liu et al., supra, 1996). In sum, these 
results indicate that AP08 and AP08RP resemble DR3 and 
TNFR-1 in activating NF-kB through a TRADD-dependent 
pathway. 

AP08 and AF08KP interact directly with TRADD and RIP but 
25 not with EADD 

Coprecipitation experiments were conducted to 
assay whether AP08 or AP08RP interacts directly with the 
FADD, TRADD or RIP adaptor molecules. Under conditions 
which supported the interaction of His epitope tagged 
30 FAS/APOl with FADD, both His tagged AP08 and AP08RP 

failed to coprecipitate AUl-tagged FADD (AUl-FADD) . In 
contrast, HA-tagged ND-TRADD or RIP were coprecipitated 
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with AP08 or AP08RP. Furthermore, both AP08 and AP08RP 
co-immunoprecipitated FADD in the presence of ND-TRADD. 
Thus, these results show that both AP08 and AP08RP, like 
DR3 and TNFR-1, directly bind TRADD and RIP and 
5 indirectly bind FADD through TRADD. The results with 
AP08RP are contrary to the results reported in Pan et 
al., supra, 1997, with the DR4 receptor. In sum, FADD 
appears to be the common mediator of apoptosis by all 
known death domain-containing receptors. 

10 Coimmunoprecipitation experiments between 

receptors and various adaptor molecules were performed as 
follows. 293T cells (2 x 10^) were plated in a 10 mm 
plate and cotransf acted the following day with 5 /^g of 
various epitope tagged receptor plasmids or control 

15 vector lacking receptor sequence; 5 //g of various adaptor 
plasmids; 2 /uq of Crm-A plasmid; and 0.5 //g of a Green 
Fluorescent Protein (GFP) encoding plasmid (pEGFP-Nl, 
Clontech) by calcium phosphate coprecipitation. The 
following day, cells were examined under a fluorescent 

20 microscope to ensure equal transfection efficiency as 

determined by the expression of the GFP. Twenty-four to 
thirty-six hours post-transf ection, cells were lysed in 1 
ml of lysis buffer containing 1% Triton X-100, 20 inM 
sodium phosphate (pH 7.4), 150 mM NaCl and 1 EDTA-free 

25 protease inhibitor tablet per 10 ml {Boehringer Mannheim, 
Indianapolis, IN) , and the cell lysate cleared by 
centrif ugation . 

For immunoprecipitation, pre-cleared cells 
lysate (500 //I) was incubated with 2 fxg of anti-Myc 
30 monoclonal 9E10 (American Type Culture Collection, 
Rockville, MD) for 2 hr at 4°C. The lysate was 
subsequently incubated for 1 hour with 10/zl of Protein 
A/G ultralink beads (Pierce, Rockford, IL) pre-coated 
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with 1% BSA to reduce nonspecific binding. Beads were 
washed twice with lysis buffer, followed by two washes in 
buffer containing 1% Triton X-100, 20 mM sodium phosphate 
(pH 7<4) and 50O mM NaCl and once with a buffer 
5 containing 20 mM Tris-HCl (pH 7.4). Bound proteins were 
eluted by adding 7 0 //I of 0.1 M glycine (pH 3.5) and 
subsequently neutralized with lOjul of 1 M Tris-HCl (pH 
8.0). Samples were separated by SDS-PAGE, transferred to 
a nitrocellulose membrane and analyzed by Western blot 

10 analysis. For immunoprecipitation of MRG-6XHis tagged 
receptors, a cocktail of three monoclonal antibodies 
{MRG-4XHis, Penta-His and Tetra-His; Qiagen) was used. 
For precipitation using Nickel-sepharose, cell lysates 
were incubated for 1 hour with 20yul of Ni-sepharose beads 

15 pre-coated with 1% BSA in a buffer containing 1 % Triton 
X-100, 20 mM sodium phosphate (pH 7.4), 500 mM NaCl and 
EDTA-free protease inhibitor cocktail. Beads were washed 
extensively with the above buffer supplemented with 20 mM 
imidazole, and the bound protein subsequently eluted and 

20 analyzed by SDS-PAGE and Western blot analysis as 
described above. 

NF-jdB expression protects against AP08 -mediated apoptosls 

293T cells were transfected with AP08 
25 expression vector in the presence or absence of an NF-kB 
expression vector. Thirty-six hours later, cells were 
fixed and stained and morphology observed- Apoptotic 
morphology was observed in about 55% of AP08-transf ected 
cells in the absence of NF-kB, while only about 30% of 
30 AP08-transfected cells were apoptotic when co-transf ected 
with NF-kB. These results indicate that NF-kB protects 
against AP08-mediated cell killing. 
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Cell transf ections were performed as described 
above using 1 x 10^ 293T cells and 150 ng AP08 expression 
vector, 750 ng NF-kB expression vector or control empty 
vector, and 200 ng lacZ encoding plasmid in 24 well 
5 plates. After thirty-six hours, cells were fixed and 
stained and the percent apoptotic cells determined as 
described above, 

Myc-AP08BP ±3 expressBd on the cell sttriface and binds 
TR2iIL llgand 

10 The cytotoxic ligand TRAIL has been shown to 

bind the DR4 receptor based on the ability of a soluble 
DR4 construct to coimmunoprecipitate TRAIL and to block 
TRAIL-induced apoptosis in MCF-7 cells. Direct binding 
of AP08RP to TRAIL was assayed by preparing a stable BHK 

15 cell line expressing Myc-epitope tagged AP08RP. 

Cell-surface expression of AP08RP was confirmed by 
immunofluorescence staining with an anti-Myc antibody 
using FACS analysis. Subsequently, the ability of 
FLAG-epitope tagged TRAIL (FLAG-TRAIL) to bind the AP08RP 

20 transf ormant was tested using immunofluorescence staining 
with an anti-FLAG antibody. The results demonstrated 
that FLAG-TRAIL binds Myc-AP08RP- These results 
demonstrate that AP08RP, like DR4, binds the TRAIL 
ligand. 

25 Epitope tagged TRAIL protein was prepared as 

follows. A PGR fragment encoding amino acids 96 to 281 
of TRAIL was cloned into a modified pET28 (b) vector 
(Novagen Madison, WI) , which has a FLAG epitope 
downstream of the His epitope, and the sequence confirmed 

30 by automated fluorescent sequencing. The His-FLAG-TRAIL 
protein was purified by Nickel-affinity chromatography 
according to the manufacturer's instructions. 
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Stable cell lines were generated by 
cotransf acting 2 x 10^ BHK cells with 1.5 >ug of a 
Myc-epitope tagged AP08RP expression vector or control 
vector lacking the receptor coding sequence and 300 ng of 
5 an expression vector encoding human DHFR gene using 
Superfect (Qiagen) according to the manufacturers 
instructions. Stable trans formants were selected in 1 juM 
methotrexate (Sigma, St. Louis, MO) in DMEM supplemented 
with 5% dialyzed fetal calf serum. After 10 to 12 days 
10 colonies were pooled to generate a mass culture. 

Expression of the Myc-AP08RP construct was 
analyzed by FACS after indirect immunofluorescence 
labeling using the anti-Myc epitope antibody mAb 9E10 
obtained from American Type Culture Collection or a 

15 control monoclonal antibody, followed by R-phycoerythrin- 
(R-PE) labeled goat anti-mouse antibody (Fisher) . 
Binding of FLAG-TRAIL (2 f^q) to the Myc-AP08RP expressing 
stable cell lines was detected similarly using the 
anti-FLAG M2 antibody (IBI Kodak, New Haven, CT) as the 

20 primary antibody and R-PE-labeled goat anti-mouse 
antibody as the secondary antibody. 

EXAMPLE III 
Iden-fclf ication and Charac-herizabiogi o£ APQ9 

This example describes the identification and 
25 characterization of alternatively spliced forms of AP09 . 

AP09 is a human cDNA related to IMAGE 
consortium clones 470799, 504745, 110226 and 129137, 
which are clones with homology to human Fas antigen. The 
partial amino acid sequence of hAP09S encodes a signal 
3 0 peptide at the 5' end and a hydrophobic transmembrane 

region at the 3* end as shown in Figure 6. In addition. 
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the hAP09S sequence has a stop codon immediately after 
the transmembrane region. Thus, the hAP09S cDNA can 
represent an alternatively spliced non-functional 
receptor isoform that competes with the full-length 
5 receptor for ligand binding. 

In its extracellular domain, the hAP09S amino 
acid sequence demonstrates significant homology to the 
extracellular domains of several members of the TNFR 
family. The greatest degree of homology is seen with the 
10 DR4 receptor, with which it shares 57% amino acid 

sequence identity and 71% amino acid sequence similarity 
(see Figure 1 and .Table 1). Based on this homology, the 
AP09S cDNA is classified as a new member of the TNFR 
family. 

15 

EKAMPLE IV 

Identification and Characterization of AP04 polypep-bides 

This example describes the identification and 
characterization of nucleic acid sequences encoding the 
20 short and long isoforms of murine, rat and human AP04-a 
and murine AP04"3. In addition, the ability of hAP04 to 
induce cell death through activation of the JNK pathway 
and the ability of hAP04 to activate NF-kB expression is 
demonstrated. 

25 Cbajcacterization of marine AP04'-a and mAP04-y 

mAP04 are murine cDNAs related to IMAGE 
consortium EST clones 472300 and 427152, which are mouse 
embryo-derived sequences with homology to the human DR3 
receptor. These clones were identified by seiarching the 
30 EST database (dbEST) for homology to the extracellular 
domain of human DR3 using the TBLASTN algorithm. 
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The mAP04-aS cDNA is represented by IMAGE 
consortium EST clone 472300 and has an open reading frame 
of 214 amino acids (Figure 7B) , including an 
amino-terminal signal-peptide; cysteine-rich pseudo- 
5 repeats with significant homology to other members of 

TNFR family (20-24% sequence identity and 35-46% sequence 
similarity); a highly hydrophobic stretch of amino-acids 
representing the transmembrane region; and a short 
cytoplasmic tail. 

10 The mAP04-Y cDNA is represented by the IMAGE 

consortium EST clone 427152 and has an open leading frame 
of 150 amino acids. The amino acid sequence of niAP04-Y 
is identical to the mAP04-a form with the N-terminal 149 
amino acids containing the signal peptide and the 

15 cysteine-rich pseudo repeats representing the majority of 
the ligand binding domain. However, mAP04~Y has a stop 
codon after amino acid 150 and thus represents a soluble 
receptor lacking a transmembrane domain. 

No polyadenylation signal was observed at the 
20 3' end of mAP04-aS, indicating that the stop codon 

present in the 3' end can be the result of alternative 
splicing. 3' Rapid Amplification of cDNA Ends (RACE) was 
used on murine spleen marathon-ready cDNA to isolate the 
full length cDNA. The full length cDNA has an open 
25 reading frame of 416 amino acids and a unique cytoplasmic 
tail with no significant homology to other members of TNF 
receptor family (Figure 7A) . Thus, mAP04-a is a type I 
membrane protein, having short and long forms. The long 
mAP04-a form can have an important role in the regulation 
30 of the immune system, while the short form of the 

receptor is a decoy receptor which can compete with the 
long (full-length) form for ligand binding, thereby 



wo 99/H791 



PCT/US98/18393 



107 

modulating signal-transduction through the full-length receptor. 

The full-length mAP04-a (mAP04-aL) sequence was 
obtained using 3' RACE and murine spleen Marathon-ready 
cDNA (Clontech) according to the manufacturer's 
5 instructions. Primer SEQ ID NO: 45 

(5'-CCCACCTCCTCCCTACGAACCACACTG-3' ) was used with API 
primer SEQ ID NO: 34 in a first round of PGR. Primer SEQ 
ID NO: 46 • -GGCTGCTCGCCCTGCTCATCCTGTGTGT-3 ' ) and AP2 
primer SEQ ID NO: 36 were used in a subsequent round of 

10 nested PGR. RACE fragments were cloned into the PCR2.1 
vector using the Original TA Cloning kit (Invitrogen) . 
Inserts from eight or more individual clones were PGR 
amplified using flanking .vector primers Vn26 (SEQ ID 
NO:39; 5 ' -TTTCCCAGTCACGACGTTGTA-3 ' ) and Vn27 (SEQ ID 

15 NO: 40) , and the amplified fragments purified using the 
Wizard PGR Preps kit (Promega) . The inserts were 
sequenced on an ABI 373 automated fluorescent sequencer 
with dye terminators using the purified PGR products or 
plasmid DNA as template with the Vn2 6 (SEQ ID NO: 39) and 

20 Vn27 (SEQ ID NO: 40) primers as sequencing primers. 

mAP04~aL is a cell surface receptor 

To demonstrate that mAP04-aL is a cell surface 
receptor, Myc-AUl tagged mAP04-aL was expressed in BHK 
cells. Cell surface expression was confirmed by 
25 immunofluorescence labeling with the Myc monoclonal 

antibody 9E10 (American Type Culture Collection) . These 
results show that mAP04-aL is a cell surface receptor. 

The Myc-AUl tagged. inAP04-aL construct was 
prepared by PGR amplifying the protein coding region of 
30 the mature AP04-aL polypeptide with a 5' primer 

containing a BamHI site and encoding the AUl tag and a 3' 
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primer containing a Xhol site using pfu polymerase 
(Stratagene) . The 5' primer was SEQ ID NO:47 
( 5 ' -GGATCCAGACACATACCGCTACATTGCATGT7Uy\GTGAGTTGCGAAACC- 3 ' , 
and the 3' primer was SEQ ID NO: 48 

5 (5'-GAAGCTCGAGGCTGAAAGTATGGAAGTGCTG-3' ) - The resulting 
amplified product was digested with BamHI and Xhol and 
ligated to a BamHI/XhoI digested pSecTag A vector 
modified to include a Myc tag as described above . 

Chrirracterlzsttlon of human AP04''a 

10 Human AP04-a (hAP04-a) is encoded by a cDWA 

sequence related to IMAGE consortium clone 340844, which 
was identified by searching the EST database (dbEST) for 
sequence homology to the cytoplasmic tail of full-length 
mAP04-a protein using the TBLASTN algorithm. The 

15 full-length nucleotide sequence encoding hAP04-a is shown 
in Figure 7A. This hAP04-a nucleotide sequence (Figure 
7C) encodes a hAP04-a polypeptide of 423 amino acids 
having 68.4% amino acid identity and 7 9.2% amino acid 
sequence similarity with mAP04-a. 

20 The full-length hAP04-a sequence was obtained 

using 5* RACE and human fetal spleen Marathon-ready cDNA 
(Clontech) according to the manufacturer's instructions. 
Primer SEQ ID NO: 49 (5 ' -TAGCTGGCTTCTCATAGTTAGTGC-3 ' ) and 
API primer SEQ ID NO: 34 were used for the first round of 

25 PGR. Primer SEQ ID NO: 50 

(5'-CCTGAGTTGATGCTGATTCTACCA-3') and AP2 primer SEQ ID 
NO: 36 were used for a subsequent round of nested PGR. 
Inserts from eight or more individual clones were PGR 
amplified and sequenced essentially as described above. 
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CharsLcterxzatxon of irat AP04-a 

Rat AP04-a {mAP04-a) is another AP04 
polypeptide; the rAP04-a cDNA is related to IMAGE 
consortium clone 319945 which was identified by searching 
5 the EST database (dbEST) for sequences with homology to 
the cytoplasmic tail of mAP04-a protein using the TBLASTN 
algorithm. The partial cDNA sequence, shown in Figure 
7D, lacks the 5* region. The partial rAP04-a nucleotide 
sequence shares 95% amino acid sequence identity and 
10 about 81% nucleotide sequence identity with the 
cytoplasmic domain of mAP04-a. 

Ch^cicterxzation o£ unurine ABOA-fi 

Murine AP04-p (inAP04-3) is another AP04 
polypeptide; the mAP04-(J cDNA is related to IMAGE 

15 consortium clone 835418, derived from a Knowles Solter 

mouse blastocyst library. The IMAGE consortium clone was 
identified as described above. The partial cDNA 
sequence, shown in Figure 8, represents the 
carboxy-terminal 54 residues of the polypeptide. The 

20 encoded polypeptide fragment bears about 77% amino acid 
sequence identity and about 81% amino acid similarity 
with mAP04-a. The mAP04-p fragment also bears about 74% 
amino acid identity and about 80% amino acid similarity 
with rAP04-a. 
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ABO A ExprBssion in Adult and Exabxyonlc Tissues 

Expression of AP04 in adult human tissues was 
studied by northern analysis using a multiple tissue 
northern blot obtained from Clontech (7759-1) following 
5 the manufacturer's instructions. The protein coding 

region of hAP04 cDNA was radiolabeled with P^^ used as 

a probe. High level AP04 expression was seen in the 
prostate gland, with very low expression seen in other 
tissues including spleen, thymus, testis, uterus, small 
10 intestine, . colon and peripheral blood leukocytes. 

The prostate gland consists primarily of 
f ibroblast-like stromal cells and glandular epithelial 
cells, with the latter being the site of origin of* 
prostatic carcinoma . Reverse-transcr iptase/polymerase 

15 chain reaction (RT-PCR) was used to test the expression 
of hAP04 in a prostate carcinoma derived epithelial cell 
line, LNCaP (ATCC, Bethesda, MD) . Total RNA isolated 
from LNCaP cells was used for the first strand cDNA 
preparation using random hexamer primers and Superscript 

20 II Reverse Transcriptase (Life Technologies). The RT-PCR 
procedure was performed following the manufacturer'' s 
instruction with forward primer SEQ ID NO: 57 
(5'-GTCATGTAAAGTGACTTGTG-3') and reverse primer SEQ ID 
NO: 58 (5'-GAGCCGTTGTACTGAATGTCCTG-3') . A specific band 

2 5 corresponding to hAP04 was detected in RNA from LNCaP 
cells, indicating that AP04 is expressed in epithelial 
derived prostate cancer cell lines. Essentially similar 
results were obtained in another prostate cancer cell 
line, P65, 



30 AP04 expression during embryonic development 

was assayed by northern analysis of a multiple tissue 
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northern blot obtained from Clontech (77 63-1), which 
contained polyA RNA from day 7, 11, 15 and 17 mouse 
embryos. The protein coding region of mAP04 cDNA was 
radiolabeled with P^^ and used as a probe. A strong 
5 signal was detected in samples containing RNA from day 
11, 15 and 17 embryos, indicating that AP04 is expressed 
during early embryonic development. 

hAP04 induces apoptosis 

The ability of hAP04 to induce apoptosis was 
10 assayed following transient transfection into the human 
embryonic kidney 293T cell line. Plasmids encoding 
various inhibitors were cotransf ected to test for their 
ability to modulate hAP04 mediated apoptosis in 293T 
cells. 

15 A mammalian expression construct encoding human 

AP04 was constructed by amplifying the sequence encoding 
amino acids 23 to 423 of hAP04 with a 5' primer 
containing a Bgl II site and a 3' primer containing a 
stop codon followed by a Sal I site, as described 

20 previously for the AP08 construct. Following digestion 
of the PGR product with Bgl II and Sal I, the resulting 
product was inserted into a modified pSecTag A vector as 
described previously. 

Expression of the AP04 polypeptide described 
25 above was confirmed by transfecting the above construct 
into 293T cells using calcium phosphate transfection. 
After 24 hours, cell lysates were prepared, the proteins 
resolved by SDS-PAGE, and MYC-tagged hAP04 detected by 
. western blot analysis using rabbit polyclonal antibody 
3 0 against the MYC epitope tag (Santa Cruz Biotechnology, 
Inc., Santa Cruz, California) following the 
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manufacturer's instructions. A single band of 
approximately 55 kDa was detected in cells transfected 
with the MYC-AP04 construct. 

Constructs encoding various inhibitor plasmids 
5 were prepared as follows, A K13-0RF (GenBank U9Q534) was 
prepared by PGR amplification of the desired coding 
sequence from a human genomic DNA sample containing 
KSHV/HHV8 (human herpesvirus 8) genomic DNA (obtained 
from Dr. Tim Rose; University of Washington, Seattle, 

10 WA) . Primers for PGR amplification were based on the 

published sequence of K13-0RF with additional 5' sequence 
for subsequent restriction digestion and cloning of the 
amplified insert. Constructs encoding p35 were prepared 
by using a baculovirus vector pFastBac HTa (Life 

15 Technologies, Inc.) as the template. DN-IkBcx or iKBa-AN 
(missing the N-terminal 36 amino acids) and lKBa-S32/3 6A 
(Brockman et al., Mol. Cell. -Biol, . 15: 2809-18, 1995); 
NFkB driven luciferase reporter construct (Berberch et 
al., J. Immunol 153:4357-66, 1994); an active site 

20 mutant of full-length rat MEKKl (MEKK1-D1369A) (Xu et 
al-, Proc. Natl- Acad. Sci. USA , 93:5291-5295) and the 
JNK binding domain of JIP-1 have been described 
previously (Dickens et al., Science 277:693-696, 1997). 
DN-mrRAF2, which encodes a TRAF2 polypeptide lacking the 

25 first 87 amino acids, was generated by amplifying the DNfA 
encoding amino acids 88 to 501 of inTRAF2 using the IiyiAGE 
consortium EST clone 439083 as a template and 
incorporating a start site (i.e. methionine residue) at 
the W-terminus. 

30 Cell transfection was performed using calcium 

'phosphate coprecipitation (Sambrook et al., supra, 1989). 
Briefly, 293T cells (1.2 x 10^ cells) were cotransf ected 
with 100 ng/well hAP04 expression plasmid or control 
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plasmid along with lacZ reporter plasmid and 750 ng/well 
empty vector or one of various inhibitor plasmids (p35, 
Caspase 8 C360S, dominant-negative FADD (DN-FADD), 
MRITal, K13-0RF, DN-lKBa, JNK binding domain (JBD) of 
5 JIP-1, BCLxL or the p65 subunit of NF-kB) and lacZ 
reporter plasmid and were assayed for 
hAP04-induced apbptosis . Thirty-six hours after 
transfection, cells were fixed and stained with X-gal, 
and the percentage apoptotic cells determined as 
10 described previously. 

The results shown in Figure 14A indicate that 
hAP04 induces cell death and that the hAP04 -induced 
apoptosis is activated independently of the FADD-Caspase 
pathway. In particular, several inhibitors of the 

15 FADD-Caspase pathway (caspase 8 C360S, DN-FADD, p35, 
K13-0RF and MRITal) , when cotransf ected with hAP04, 
failed to block AP04-mediated cell death. These results 
demonstrate that, unlike a variety of receptors of the 
TNF family, AP04 can mediate apoptosis independently of 

2 0 the FADD-caspase pathway. 

hAP04 activates the Jun N-terminal Jrlnase (JNK) pathway 

Activation of the JNK pathway by hAP04 was 
measured using the PathDetect c-Jun Trans-Reporting 
system (Stratagene, La Jolla, CA) . Briefly, 1.2 x 10^ 

25 293T EBNA cells were cotransfected in duplicate with 250 
ng/well of hAP04 expression vector and 750 ng/well of 
empty vector or inhibitor plasmid (JBD of JIP-1, 
MEKK1-D1269A, or DN-TRAF2) . A f usion-transactivator 
plasmid containing the G2\L4 DNA-binding domain fused to 

30 the c-Jun transcription factor (pFA-cJun, 50 ng) , a 

reporter plasmid encoding the luciferase gene downstream 
of the GAL4 Upstream Activating sequence (pFR-luc, 
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500 ng) and a p-galactosidase (pRSV/LacZ) reporter 
construct (75 ng) were also included in the 
cotransf ection. Forty hours after transf ection, cell 
extracts were prepared and luciferase and p-galactosidase 
5 activities measured. The luciferase activity was 

normalized relative to the p-galactosidase activity to 
control for differences in transf ection efficiency. 

As shown in Figure 14B, expression of hAP04 
produced significant activation of c-jun. Furthermore, 
10 cotransfection of hAP04 with JBD-JIP, and to a lesser 
extent with MEKK1-D1369A or DN-TRAF2, prevented 
AP04-mediated activation of the JNK pathway. These 
results indicate that AP04-indcued apoptosis can be 
mediated through activation of the JNK pathway and MEKKl. 

15 hAF04 Induces NF-kB 

To test the possibility that AP04 can regulate 
NF-kB expression, hAP04 expression constructs were 
cotransfected into 293T cells with a NF-kB luciferase 
reporter. Transf ection and NF-kB activation experiments 

20 were performed as described previously. Inhibitor 
plasmids (DN-TRAF2 or lKBa-S32/36A) were also 
cotransfected to determine whether inhibition of the 
TRAF2 or JNK pathway affects NF-kB activation by hAP04 • 
As shown in Figure 14C, hAP04 induced NF-kB expression, 

25 and this activation was not blocked by dominant-negative 
TRAF2. Also as shown in Figure 14C, hAP04 failed to 
activate NF-kB in the presence of IkB-S32/36A, an IkB 
mutant that resists degradation in response to activators 
of NF-kB. These results demonstrate that AP04 can 

30 function, at least in part, through activation of NF-kB. 
Given the multiple roles of NF-kB and the high level of 
AP04 expression in embryonic development, these results 
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indicate that AP04 can stimulate growth in certain 
contexts, in addition to its pro-apoptotic role described 
above . 

DelBtion ana.lys±s of AP04 

5 To determine the domains of AP04 which are 

responsible for JNK activation and apoptosis, deletion 
analysis was carried out using the following constructs: 
pSecTag-'MYC-AP04 encoding amino acid 23 to 423; pCDNA3.1 
HisA-AP04.CP encoding the cytoplasmic domain of AP04 
10 (amino acids 194 to 423); pSecTag-MYC-AP04-C377 encoding 
amino acids 23 to 377; pSecTag-MYC-AP04-C355 encoding 
amino acids 23 to 355; pSecTag-MYC-AP04-C28 6 encoding 
amino acids 23 to 286; pSecTag-MYC-AP04 -C172 encoding the 
extracellular domain (amino' acids 23 to 172). 

15 These constructs were pre'pared by PCR 

amplification of the nucleic acid fragment encoding the 
designated amino acids using custom primers with 
appropriate restriction enzyme containing sites and by 
using human AP04 cDNA as template. The desired PCR 

20 fragment was subseguently cloned into the modified 

pSecTag vector described previously or the pCDNA3.1 HisA 
vector (Invitrogen) . 

The constructs were subsequently tested for 
25 their ability to activate the JNK pathway in 293EBNA 
cells as described above. The results indicated that, 
while the full-length AP04 and its cytoplasmic domain 
were able to activate the JNK pthway, the construct 
encoding the extracellular domain failed to do so, 
3 0 Furthermore, the pSecTag MYC-AP04-C28 6 failed to 

significantly activate the JNK pathway although the 
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pSecTag MYC-AP04-C377 and C355 constructs could do so. 
could. 

The above constructs were also tested for their 
ability to induce cell death in the 293T cells using the 
5 assay decribed before. While the full-length AP04 
polypeptide, its cytoplasmic domain, C377, and C355 
constructs were able to effectively induce cell death, 
the C286 and the C172 constructs were inactive. These 
results indicate that the C-terminal 68 amino acids are 
10 not essential for the AP04-induced activation of the JNK 
pathway or apoptosis and that these activities reside 
among the amino acids 194 to 355. 



EXAMPLE V 

15 Identification and Characterization of APQ6 

This example describes the identification and 
characterization of a nucleic acid sequence encoding 
human AP06. 



Human AP06 {hAP06) is a cDNA related to IMAGE 
20 consortium clones 366305, 592256, 343204 and 591875, 

which have some similarity with the extracellular domain 
of human TNFR-2. These clones were identified by 
searching the EST database (dbEST) for sequences with 
homology to the extracellular domain of human TNFR-2 
25 protein using the TBLASTN algorithm. The partial 

nucleotide sequence, lacking both 5* and 3' sequence, is 
shown in Figure 9, The partial hAP06 sequence shows 
significant homology to the extracellular domains of 
TNFR-2, TNFR-1, and other members of the TNFR family 
30 (about 16-33% amino acid sequence identity and about 30- 
50% amino acid sequence similarity) (Figure 1 and Table 
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1) . Based on this homology, hAP06 is classified as a new 
member of the TNFR family. 

EXAMPLE VI 

Identification and Characterizal:ion of Tumor Necrosis 
5 Factor Related Liqands 

This example describes the identification and 
characterization of nucleic acid sequences encoding human 
and murine TNRLl-a and TNRLI-3. This example also 
demonstrates that human TNRLl-a is a cytotoxic ligand. 

10 C2iaj:acterizatlon of hxaoaji TNRL1~(X 

Human tumor necrosis factor related ligand 1-a 
(hTNRLl-a) is encoded by a cDNA clone related to IMAGE 
consortium clones 593690, 115371 and 129696, which are 
clones with homology to human TNF-a. The full length 
15 cDNA encodes a predicted protein of 285 amino acids with 
significant sequence homology to TNF-a as well as other 
members of the TNF family (Figures 10 and llA) . 



The 5' end of the human TNRL-a sequence was 
20 obtained using 5' RACE on Marathon Ready cDNA derived 

from human leukocytes (Clontech) as described previously . 
The first round of RACE was performed using API primer 
SEQ ID NO: 34 as the forward primer and SEQ ID NO: 59 {5'- 
GTTGGTGTTTCACTGTCTGCAATCAG-3' ) as the reverse primer. 
25 The race products were diluted 1:50 in water and used for 
a second round of RACE using forward primer SEQ ID NO: 36 
and SEQ ID NO: 60 ( 5 » -GTTCTGACTGGAGTTGCCTTCTCCTG-3 ' ) 
reverse primer. As in other members of the TNRL family, 
the 5' sequence encodes a membrane-anchoring domain. 
30 This factor, hTNRLl-a, is designated a new member of the 
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TNF family which can play an important role in the 
modulation of the immune and nervous systems, 

Hranan TNRLl-ct xs a cytotoxic llgand 

His-FLAG epitope-tagged extracellular portions 
5 of hTNRLl-a, hTNRL3 or cytotoxic TRAIL ligand were 
produced in bacteria. Western analysis of bacterial 
lysates with an anti-FLAG antibody demonstrated that 
hTNRLl-a, hTNRL3 and TRAIL extracellular polypeptide 
portions were produced. BJAB cells were treated with 

10 ligand, and cell survival measured after twenty-four 
hours using the MTT assay in wells pre-coated with 
anti-FLAG monoclonal antibody. The relative survival of 
BJAB cells treated with hTNRLl-a, hTNRL3 or TRAIL was 
significantly reduced as compared to control cells. 

15 These results indicate that hTNRLl-a, like TRAIL, is a 
cytotoxic ligand. 



Epitope tagged hTNRLl-a, hTNRLS and TRAIL 
polypeptide fragments were prepared in a modified 
pET28(b) vector (Novagen Madison, WI), which has a FLAG 
2 0 epitope downstream of the His epitope^ and the sequences 
confirmed by automated fluorescent sequencing. The 
His-FLAG-tagged polypeptide fragments were expressed in 
bacteria and purified by nickel-affinity chromatography 
(Qiagen) according to the manufacturer's instructions. 

25 

For cell survival assays, a 96-well plate was 
pre-treated by incubation with 100 pl/well 10 pg/pl 
anti-FLAG monoclonal antibody for two hours at 37 °C. 
BJAB cells were plated at 2 x lO'^ cells/well and treated 
30 with 5 ]il purified ligand. Cell survival was measured 
after 24 hours using the MTT assay (SIGMA) according to 
the manufacturer's instructions. 
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Characterization of marine TNRLl-a 

Murine tumor necrosis factor related ligand 1-a 
(mTNRLl-a) is encoded by a cDNA related to IMAGE 
consortium clones 722549, 803594 and 791670. These 
5 clones were identified by searching the dbEST database 
(NCBI) for sequences with homology to hTNRLl-a 
polypeptide (SEQ ID NO: 20) using the TBLASTN algorithm. 
Murine TNRLl-a sequence was obtained using 5' RACE on 
murine spleen Marathon-ready cDNA (Clontech) according to 

10 the manufacturer's instructions. Primer SEQ ID NO: 51 
(5'-GTCTCCGTTGCGTGAAATCTGTGC-3* ) and API primer SEQ ID 
NO: 34 were used for the first round of PGR. Primer SEQ 
ID NO: 52 (5' -AGGAATTGTTGGGCAGTGTTTTGG-3' ) and AP2 primer 
SEQ ID NO: 36 were used for a subsequent round of nested 

15 PGR. The RACE products were cloned into vector PCR2.1 

using the TA cloning kit (Invitrogen) and sequenced on an 
automated fluorescent sequencer (ABI 373) essentially as 
described before. 

The available mTNRLl-a sequence is shown in 
20 Figure llB. The predicted mTNRLl-a sequence is highly 

homologous to hTNRLl-a at both the nucleotide and protein 
levels and indicates a type II membrane protein with a 
putative N-terminal cytoplasmic domain (amino acids 1-46/ 
a transmembrane domain (amino acids 47-74) and a large 
25 extracellular receptor binding domain (amino acids 75- 
290) . 
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Ch^ra^cterlzatlon of human TNRLl-fi 

Human tumor necrosis factor related ligand l-(3 
(hTNRLl-3) is encoded by a cDNA related to IMAGE 
consortium clones 306307, 489038 and 306064, identified 
5 as described above, and which exhibit homology to 

TNRLl-a. The hTNRLl-(i sequence, shown in Figure 12A, 
encodes a predicted polypeptide of 250 amino acids with 
sequence homology to TNRLl-a and TNF-a as well as other 
members of TNF family (see Figure 10) . The sequence 
10 indicates a type II membrane protein with a putative N- 
terminal cytoplasmic domain (amino acids 1-25) , a 
transmembrane hydrophobic domain (26-50) and a large 
extracellular receptor binding domain (amino acids 51- 
250). 

15 Charactexxzation of masrxxiG TNRLl-0 

Murine tumor necrosis factor related ligand 1-3 
(mTNRLl-p) is encoded by a cDNA related to IMAGE 
consortium clone 876879. This clone was identified by 
searching the dbEST database (NCBI) for sequences with 

2 0 homology to hTNRL-|3 polypeptide (SEQ ID NO: 24) using the 
TBLASTN algorithm. The full-length mTNRLl-3 cDNA 
sequence is shown in Figure 12B. The sequence indicates 
a type II membrane protein with a putative N-terminal 
cytoplasmic domain (amino acids 1-16) , a transmembrane 

25 hydrophobic domain (amino acids 17-42) and a large 
extracellular receptor binding domain (amino acids 
43-241). 



1 
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EXAMPLE VII 
Identlfica-bion and Characterization of TNRL3 

This example describes the identification and 
characterization of nucleic acid sequences encoding human 
5 and murine TNRL3 . This example also demonstrates that 
human TNRL3 is a cytotoxic ligand. 

Charsicterlzatlon of hmaan TNRL3 

Human tumor necrosis factor related ligand 3 
{hTNRL3) is related to IMAGE consortium clones 154742 and 
271670 and Genbank clone C00994. These sequences were 
identified by searching the dbEST database (NCBI) for 
sequences with homology to human TRAIL ligand protein 
using the TBLASTN olgorithym. 5' RACE with human fetal 
spleen marathon ready cDNA (Clontech) was performed 
according to the manufacturer's instructions to obtain 
additional 5' sequence. Primer SEQ ID NO:53 
(5'-CGAAGTAGGTGAGGAAGGGGGCAG-3' ) and API primer SEQ ID 
NO: 34 were used for the first round of FCR. Primer SEQ 
ID NO: 54 ( 5 ' -GTAGACAGCCTTCCCCTCATCAAA-3 ' ) and AP2 primer 
SEQ ID NO: 35 were used for a subsequent round of nested 
PGR, 

The partial hTNRL3 sequence shown in Figure 13A 
lacks sequence at the 5' end of the molecule and encodes 
the ligand-binding extracellular domain. The missing 5* 
25 sequence can encode a membrane anchoring sequence. The 
partial sequence shown in Figure 13A exhibits homology to 
TRAIL (TNF Related Apoptosis Inducing Ligand) and other 
members of the TNF family (see Figure 10) . 



15 
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Human TNRL3 is a cytotoxic llgand 

BJAB cells were treated with epitope-tagged 
extracellular portions of hTNRLl-a, hTNRL3 or TRAIL^ and 
cell survival measured after twenty-four hours using the 
5 MTT assay as described above. The relative survival of 
BJAB cells treated with epitope-tagged hTNRLl-a, hTNRL3 
or TRAIL extracellular fragments was significantly 
reduced as coinpared to control cells. These results 
indicate that hTNRL3 functions as a cytotoxic ligand. 

10 ChaLTactBrizatlon of nmrine TNRL3 

Murine tumor necrosis factor related ligand 3 
(TNRL3) is encoded by a cDNA related to IMAGE consortium 
clone 696209, This clone was identified by searching the 
dbEST database for sequences with homology to hTNRL3 

15 protein (SEQ ID NO: 28) using the TBLASTN algorithm. The 
available sequence of clone 696209 is incomplete at the 
5' end. Additional murine TNRL3 sequence was obtained 
using 5' RACE on murine spleen Marathon-ready cDNA 
(Clontech) according to the manufacturer's instructions. 

20 Primer SEQ ID NO: 55 ( 5' -CACACCGTTCACCAGCAAGTCCAG-3' ) and 
API primer SEQ ID NO: 34 were used for the first round of 
PGR. Primer SEQ ID NO: 56 

(5*-GGTAGACAGCCTTTCCCTCATCAA-3' ) and AP2 primer SEQ ID 
NO: 36 were used for a subsequent round of nested PGR. 
25 The RACE products were cloned into vector PCR2.1 using 
the TA cloning kit (Invitrogen) and sequenced on an 
automated fluorescent sequencer (ABI 373) . 



The partial mTNRL3 sequence, lacking the 5' 
end, is shown in Figure 13B. The mTNRL3 cDNA encodes a 
30 polypeptide with significant sequence homology to hTNRL3- 
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All journal article, reference, and patent 
citations provided above, in parentheses or otherwise, 
whether previously stated or not, are incorporated herein 
by reference. 

5 Although the invention has been described with 

reference to the disclosed embodiments, those skilled in 
the art will readily appreciate that the specific 
experiments detailed are only illustrative of the 
invention. It should be understood that various 
10 ' modifications can be made without departing from the 

spirit of the invention. Accordingly, the invention is 
limited only by the following claims. 
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What is claimed is: 

1. An isolated AP04 polypeptide, comprising 
substantially the same amino acid sequence as an AP04 
polypeptide, or an active fragment thereof. 

2. The isolated polypeptide of claim 1, 
comprising substantially the same amino acid sequence as 
an amino acid sequence selected from the group consisting 
of mAP04-aL (SEQ ID NO: 8) or an active fragment thereof, 
mAP04-aS (SEQ ID NO: 10) or an active fragment thereof, 
hAP04-a (SEQ ID NO: 12) or an active fragment thereof, and 
rAP04-a (SEQ ID NO: 14) or an active fragment thereof. 

3. The isolated polypeptide of claim 1, 
comprising substantially the same amino acid sequence as 
mAP04-|3 (SEQ ID NO: 16). 

15 4. The isolated polypeptide of claim 1, 

wherein said active fragment comprises a soluble form of 

an AP04 polypeptide having an AP04 polypeptide ligand 

binding domain. 

5. An isolated nucleic acid molecule, 
20 comprising a nucleotide sequence encoding substantially 
the AP04 polypeptide of claim 1, or an active segment 
thereof . 



6. An AP04 selective binding agent, said 
agent comprising the activity of selectively binding to 
25 the AP04 polypeptide of claim 1. 
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7. 



A method of diagnosing prostate cancer in 



an individual,^ comprising determining the level of AP04 
in said individual. 

8. A method of treating prostate cancer, 

5 comprising administering to an individual having prostate 
cancer a conjugate comprising an AP04 selective binding 
agent linked to a therapeutic moiety. 

9. A method of identifying an effective 
pharmacological agent useful in the diagnosis or 

10 treatment of a disease associated with AP04 activity, 
comprising the steps of: 



wherein said selective binding indicates that 
said agent is an effective pharmacological agent useful 
in the diagnosis or treatment of a disease associated 
20 with AP04 activity. 

10. The method of claim 9, wherein said AP04 
polypeptide or active fragment thereof is an AP04 
extracellular ligand binding domain. 

11. The method of claim 9, wherein said AP04 
25 polypeptide or active fragment thereof is expressed in a 

cell or on the surface of a cell. 



a) 



contacting an AP04 polypeptide or active 
fragment thereof with an agent, and 



b) 



determining selective binding of said 
agent to said AP04 polypeptide or 
active fragment thereof. 



15 
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12. The method of claim 9, wherein said AP04 
polypeptide or active fragment thereof is contacted with 
an agent in vitro, 

13. A metriod of screening for an AP04 agonist 
5 useful in treating prostate cancer, comprising the steps 

of: 

a) contacting a cell expressing an AP04 

polypeptide or active fragment thereof 
with an agent; 

10 b) assaying for increased AP04 activity, 

wherein increased AP04 activity indicates that said agent 
is an AP04 agonist useful in treating prostate 
cancer . 

14 . A method of screening for an AP04 
15 antagonist, comprising the steps of: 

a) contacting a cell expressing an AP04 
polypeptide or active fragment thereof 
with an agent; 

b) assaying for decreased AP04 activity, 



20 wherein decreased AP04 activity indicates that said agent 
is an AP04 antagonist. 
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15. A method of identifying an effective 



pharmacological agent useful in the diagnosis, or 
treatment of a disease associated with AP04 activity, 
comprising the steps of: 



5 



a) forming a mixture comprising an AP04 
polypeptide or active fragment thereof, an 
AP04 signal transducer molecule that 



10 



specifically interacts with a cytoplasmic 
domain of said AP04 polypeptide or active 
fragment thereof, and an agent; 



b) detecting the level of AP04 activity 
in the presence of said agent. 



wherein an alteration in said AP04 activity relative to 
control activity indicates that said agent is an 
15 effective pharmacological agent useful in the diagnosis 
or treatment of a disease associated with AP04 activity 



20 activity is measured in vitro. 

18. An isolated AP08 polypeptide, comprising 
substantially the same amino acid sequence as AP08, or an 
active fragment thereof. 

19. The isolated polypeptide of claim 16, 

25 comprising substantially the same amino acid sequence as 
hAPOB (SEQ ID N0:2), or an active fragment thereof. 



16. 



A method of claim 15, wherein said AP04 



activity is measured in vivo. 



17. 



A method of claim 15, wherein said AP04 



wo 99/1 1791 



PCT/U398/lt^393 



128 

20. The isolated polypeptide of claim 18, 
wherein said active fragment comprises a soluble form of 
AP08 having an AP08 ligand binding domain. 

21. An isolated nucleic acid molecule, 

5 comprising a nucleotide sequence encoding substantially 
the AP08 polypeptide of claim 18, or an active segment 
thereof. 

22. An AP08 selective binding agent, said 
agent comprising the activity of selectively binding to 

10 the AP08 polypeptide of claim 18. 

23. An isolated AP09 polypeptide, comprising 
substantially the same amino acid sequence as AP09, or an 
active fragment thereof. 

24. The isolated polypeptide of claim 23, 

15 comprising substantially the same amino acid sequence as 
hAP09 (SEQ ID NO: 6) , or an active fragment thereof. 

25. The isolated polypeptide of claim 23, 
v/herein said active fragment comprises a soluble form of 
AP09 having an AP09 ligand binding domain. 

20 26. An isolated nucleic acid molecule, 

comprising a nucleotide sequence encoding substantially 
the AP09 polypeptide of claim 23, or an active segment 
thereof. 

27. An AP09 selective binding agent, said 
25 agent comprising the activity of selectively binding to 
the AP09 polypeptide of claim 23. 
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28. An isolated AP06 polypeptide, comprising 
substantially the same amino acid sequence as AP06, or an 
active fragment thereof. 

29. The isolated AP06 polypeptide of claim 28, 
5 comprising substantially the same amino acid sequence as 

hAP06 (SEQ ID N0:18), or an active fragment thereof. 

30. The isolated polypeptide of claim 28, 
wherein said active fragment comprises a soluble form of 
AP06 having an AP06 iigand binding domain. 

10 31. An isolated nucleic acid molecule, 

comprising a nucleotide sequence encoding substantially 
the AP06 polypeptide of claim 28, or an active segment 
thereof. 

32. An AP06 selective binding agent, said 

15 agent comprising the activity of selectively binding to 
the AP06 polypeptide of claim 28. 

33. An isolated tumor necrosis factor related 
ligand 1 (TNRLl) polypeptide, comprising substantially 
the same amino acid sequence as TNRLl, or an active 

2 0 fragment thereof. 

34. The isolated TNRLl polypeptide of 
claim 33, comprising substantially the same amino acid 
sequence as an amino acid sequence selected from the 
group consisting of hTNRLl-a (SEQ ID NO:20) , or an active 

25 fragment thereof, and mTNRLl-a (SEQ ID NO:22) , or an 
active fragment thereof. 
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35. The isolated TNRLl polypeptide of 
claim 33, comprising substantially the same amino acid 
sequence as an amino acid sequence selected from the 
group consisting of hTNRLl-p (SEQ ID NO: 24), or an active 
fragment thereof, and mTNRLl-p (SEQ ID NO:2 6) , or an 
active fragment thereof, 

36. The isolated polypeptide of claim 33, 
wherein said active fragment comprises a soluble form of 
TNRLl having a TNRLl receptor binding domain. 

37. An isolated nucleic acid molecule, 
comprising a nucleotide sequence encoding substantially 
the TNRLl polypeptide of claim 33, or an active segment 
thereof. 



15 38. A TNRLl selective binding agent, said 

agent comprising the activity of selectively binding to 
the TNRLl polypeptide of claim 33. 

39. An isolated TNRL3 polypeptide, comprising 
substantially the same amino acid sequence as TNRL3, or 

20 an active fragment thereof. 

40. The isolated TNRL3 polypeptide of 

^ claim 39, comprising substantially the same amino acid 
sequence as an amino acid sequence selected from the 
group consisting of hTNRL3 (SEQ ID NO:28), or an active 

25 fragment thereof, and mTNRL3 (SEQ ID NO: 30), or an active 
fragment thereof. 



41. The isolated polypeptide of claim 39, 
wherein said active fragment comprises a soluble form of 
TNRL3 having a TNRL3 receptor binding domain. 
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42. An isolated nucleic acid molecule, 
comprising a nucleotide sequence encoding substantially 
the TNRL3 polypeptide of claim 39, or an active segment 

5 thereof, 

43. A TNRL3 selective binding agent, said 
agent comprising the activity of selectively binding to 
the TNRL3 polypeptide of claim 39. 
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61 GGGCTGAAACCCACGGGCCTGAGAGACTATAAGAGCGTTCCCTACCGCCATGGAACAACG 120 

121 GGGACAGAACGCCCCGGCCGCTTCGGGGGCCCGGAAAAGGCACGGCCCAGGACCCAGGGA 180 

,„5^5^QNAPAASGARKRHGPGPRE U 

181 GGCGCGGGGAGCCAGGCCTGGGCTCCGGGTCCCCAAGACCCnCTGCTCGnGTCGCCGC 2^0 

25 ARGAR PGLRVPKTLVLVVAA UU 

241 GGTCCTGCTGTTGGTCTCAGCTGAGTCTGCTCTGATCACCCAACAAGACCTAGCTCCCCA 300 

• GCAGAGAGTGGCCCCACAACAAAAGAGGTCCAGCCCCTCAGAGGGATTgWcCACCTGG 360 

G5 QRvapqqkrsspseglcppg iu 

361 ACACCATATCTCAGAAGACGGTAGAGATTGCATCTCCTGCAAATATGGACAGGACTATAG 420 

o5 HHISEDGRDCISCKYGQ DY^ in/i 

105 ^f^S'^^J'^^JA^g^CCTCCnnCTGCTTGCGCTGCACCAGGTGTGAnCAGGTGAAGT 480 

^81 GGAGpAAGTCCCTGCACCACGACCAGAAACACAGTGTGTCAGTGCGAAGAAGGCA^ llo 

iZ5 ELSPCTTTRNTVCQCEEGTF 

5|jl CCGGGAAGAAGATpCCTGAGATGTGCCGGAAGTGCCGCACAGGGTGTCCCAGAGGGAT 600 

601 GGTCAAGGTCGGTGATTGTACACCCTGGAGTGACATCGAATGTGTCa 660 

iuD VKVGDCTPWSD I ECVHKFSf IRii 

661 CATCATCATAGGAGTCACAGTTGCAGCCGTAGTCTTGAnGTGGCTGTGTTTGTTTGCAA 720 

•lob 1 I IGVTVAAVVLIVAVFVri^ 9na 

205 ^J^^Pf'^'^J^GJ'^GJ'^'^^TCaTCCTTACaGAAAGGCATCTGCTCAGGTG^ 780 

781 GGACCCTGAGCGT6T6GACAGAAGCTCACAACGACCTGGGGCTGAGGACAATGTCCTCAA III 

125 DPERVDRSSQRPGAEDNVLN 7ix\x 

m TGAGATCGTGAGTATCTTGCAGCCCACCCAGGTCCCTGAGCAGGAAATGGA'AGTCCAGGA 900 

2t»5 EIVSI LQPTQVPEQEMEVQF 

901 GCCAGCAGAGCCAACAGGTGTCAACATGTTGTCCCCCGGGGA6TCAGAGCATCTGCTGGA 960 

£bo PAEPTGVNMLSPGESEHLLE 28/i 

961 ACCGGCAGAA6CTGAAAGGTCTCAGAGGAGGAGGCTGCTGGTTCCAGCAAATGAAGGTGA 1020 

285 PAEAERSQRRRLLVPANEGD 30/1 

TCCCACTGAGACTCTGAGACAGTGCTTCGATGACTTTGCAGACTTGGTGCCCTTTGACTC 1080 

,195 ^PTETLRQCFDDFADLVPFDS 324 

CTGGGAGCCGCTCATGAGGAAGTTGGGCCTCATGGACAATGAGATAAAGGTGGCTAAAGC 1140 

325 WEPLMRKLGLMDN EIKVAKA 3^4 

J "^GAGGCAGCGGGCCACAGGGACACCTTGTACACGATGCTGATAAAGTGGGTCAACAAAAC 1200 

'I'S EAAGHRDTLYTMLIKWVNKT 364 

1201 CGGGCGAGAT6CCTCT6TCCACACCCTGCTGGATGCCTTGGAGACGCTGGGAGAGAGACT 1260 

5bb grdasvhtlldAletlge rl ^sa 

mi TGCCAAGCAGAAGATTGAGGACCACTTGTTGAGCTCTGGAAAGTTCATGTATCTAGAAGG 1320 

385 A KQKIEDHLLSSGKFMYLEG 404 

TAATGCAGACTCTGCCATGTCCTAAGTGTGATTCTCTTCAGGAAGTCAGACCTTCCCTGG 1380 

4Ub NADSAMS* 

W,\ in^CCnjTngGGAAAAAGCCCAACTGGACTCCAGTCAGTAGGAAAGTGCCACAATT 1^40 

}JS} fRff^T^i^CCGGTACTGGAAGAAACT^^^ 50O 

1^2} f?M^^fITJTP^^J^?^9JK^^^I$IFTTATAAGCTGAATGTGATAATAA6GACA 1560 

1561 CTATGGAAATGTCTGGATCATTCCG^ 1620 

FIG. 2 
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1 ATGGC6CCACCACCAGCTAGAGTACATCTAGGTGCGTTCCT6GCAGT6ACTCCGAATCCC 60 

51 GGGAGCGCAGCGAGTGGGACAGAGGCAGCCGCGGCCACACCCAkAAAGTGT^^^ 120 

121 TCC6CGGGGA6GATTGAACCACGAGGCGGG6GCCGAG6AGCGCTCCCTACCTCCATGGGA 180 

181 CAGCACGGACCCAGTGCCCGGGCCCG6GCAG6GCGCGCCCCAGGACCCAGGCCG6CGCGG 210 

3QH6PSARARAGRAPGPRPAR 77 

2^1 GAAGCCAGCCCTCGGCTCCGGGTCCACAAGACCTTCAAGTTTGTCGTCGTCGGGGTCCTG 300 

301 aGCAGGTCGTACCTAGCTCAGCTGCAACCATCAAACTTCATGATCAATC 360 

'i3LQVVP SSAAT I KLHDQSI GT 62 

361 CAGCAATGGGAACATA6CCCTTTGGGAGAGTTGTGTCCACCAGGATCTCATAGATCAGAA ^120 

63QQWEHSPLGELCPPGSHRSE 82 

121 CGTCCTGGAGCCTGTAACCGGTGCACA6AG66TGTGG6TTACACCAATGCTTCCAACAAT m 

83RPGACNRCTEGVG YTNASNN 102 

?81 TTGTTTGCTTGCCTCCCATGTACAGCTTGTAAATCAGATGAAGAA6AGAGAAGTCCCTGC 510 

103LFACLPCTACKSDEEERSPC 122 

511 ACCACGACCAGGAACACAGCATGTCAGTGCAAACCAGGAACTnCCGGAATGACAATTCT 600 

123TTTRNTAC QCKPGTFRNDNS 112 

601 GCT6AGATGTGCCGGAAGTGCA6CACAGGGTGCCCCAGAGGGATGGTCAAGGTCAAGGAT 660 

113AEMCRKCSTGCPRGMVKVKD lfi9 

661 TGTACGCCCTGGAGTGACATCGAGTGTGTCC.ACAAAGAATCAGGCAATGGACATAATATA 720 

163CTPWSDIECVHKESGN6HNI 187 

721 TGGGTGmTTGGTTGTGACTTTGGTTGTTCCGnGaGTTGGTGGCTGTGCTGA^ 780 

183WVILVVTLVVPLLLVAVLIV 202 

781 TGTTGTTGCATC6GCTCAGGTTGTGGAGGGGACCCCAAGTGCATGGACAGGGTGTGTTTC 810 

203 CCCIGSGCGGDPKCMDRVCF 222 

811 TGGCGCTTGGGTCTCCTACGAG6GCCTG6GGCTGAGGACAATGCTCACAACGA6ATTCTG 900 

223 WRLGLLRGPGAEDNAHNE'IL 212 

901 AGCAACGCAGACTCGCTGTCCACTTTCGTCTCTGAGCAGCAAATGGAAAGCCAGGA6CCG 960 

213SNADSLSTFVSEQQMESQEP 262 

961 GCAGAmGACAGGTGTCACTGTACAGTCCCCAGGGGAGGCACAGTGTCTGCTGGGACCG 1020 

253 ADLTGVTVQSPGEAQCLLGP 282 

1021 GCAGAAGCTGAA6GGTCTCAGAGGAGGAGGCTGCTGGTTCCAGCAAATGGTGCTGACCCC 1080 

283 AEAEGSQRRRLLVPANGADP m7 

1081 ACTGAGACTCTGATGCTGTTCTTTGACAAGTTTGCAAACATCGTGCCCTTTGACTCCTGG 1110 

303 TETLMLFFDKFA NIVPFDSW 322 

GACCAGCTCATGAGGCAGCTGGACCTCACGAAAAATGAGATCGATGTGGTCAGAGCTGGT 1200 

323 DQLMRQLDLTKNEIDVVRAG ^ft? 

1201 ACA6CAGGCCCA6GGGATGCCTTGTAT6CAATGCTGATGAAATGGGTCAACAAAACTG6A 1260 

313 TA6PGDALYAMLMKWVNKTG 362 

mi SGGAACGCCTCGATCCACACCCTGCTGGATGCCTTGGAGAG6ATGGAAGAGA6ACATGCA 1320 

363 RNASIHTLLDALERMEERHA 382 

^lU {AAGAGAAGATTCAGGACCTCTTGGTGGACTCTGGAAAGnCATCTACTTAGAAGATGGC 1380 

383 KEKIQDLLVDSGKFIYLEDG an? 

1381 ACAGGCTCTGCCGTGTCCTTGGAGTG* ^ 6 K F I Y L E D G 

FIG. 3 
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1 
61 



191 TrS^^S^J^^^^5f^^II^^T^^9§n^GGAACTCTGGGGACAGAGCGCCCC6GCCGCC 120 

121 TGATGGCCGAGGCAGGGTGCGACCCAGGACCCAGGACGGCGTCG6GAACCATACCAT6GC 180 

181 CCGGATCCCCA^^ I^q 

2^1 1 1 AC I C I |cCACC k I CuteCAGGAGGAAi 1 1 aL?AG(!AGACAG I GGCCCCAC A 300 

301 GCAACAGAGGCACAGCTTCAAGGGGGAGGAGTGTCCAGCAGGATCTCATAGATCAGAAQ 360 

361 TACT6GA6CCTGTAACCCGTGCACAGAGGGTGTG6ATTACACCAACGCTTCCAACAA §20 

%\ A£CnCTTGCTTCCCATGTACAGTTTGTAAATCAGATCAAAAACATAAAAGn §80 

103 ^a'^^f^JG'^g^^^fAGTGpTCAGTGTAAAGAAGGCACCnCCGGAA 5S0 

551 AGAGATGTGCCGGAAGPAGCAGGTGCCCTAGTGGgLaGTCCAAGTCAGTAATT^^ 600 

1Z5 EMCRKCSRCPSGEVQV^NrT Ifl9 

601 GTCCTGGGATGATATCMGTGTGTTMAGAATnGGTGCaATGCCACTGTGGAAACCCC 660 

661 agctgctgaagagacaatgaacaccagcccgggg|c/cctScc2caJ^^^^ j| 

721 aatgaacaccagcccagggactcctgccccagctgctgaagaga^ I 

781 GGGGACTpGCCCCAGCTGCTGAAGAGACAATGACCACckcCGGGGACTCCTGCCa 8?0 

223 '^f'^f^l'^'^P^f'^I^TGACCACCAGCCCGGGGACTCCTGCCTCTTCTC^ 900 

901 ATGCACCATCGTAGGGATCATAGTTaAATTGTGCTTa^ 

1021 fGrfffrrr^ff^SfJJTSJfffWPPJ^^^^^^F^'^CGTTACGCG 1020 

inii rrrTrrrfPS^^ff^^KJ^T^^^^K^^I^^CTCTGCTGTGTTCCCACAGACAGAAAC 1080 

uu} rTrrfflffSSPf?^^S^PJ5^I^J^I?£AGCCTGGCTCTATCTTCCTCCTTGTGATC 11?0 

?ni Arfrff frf Sflf S^S^fK^^^^^^^^^^^^T'GGTCTCATCAGTCCCTCTCCTGG 1200 

19k} TTrlrrrfrlrfrfSflffi^P^^^^S^^K^AAGAGGGCAGGGCCAGTTCCTCCCATC 1260 

}§i} JS!!^?^^G?SS^c^Sg§?tf§^^^ EE 

FIG. 6 



SUBSTITUTE SHEET (RULE 26) 



wo 99/11791 



PCT/US98/18393 



8/ 23 



1 CCAGCCTCAAACTGCAG 



fit TrrTrflrflrrrVI)?J^??r?^55^5^^^^?5G<^CAGGACAAGGGGAAGGAATAAACACGTT 60 
61 TGGTGAGAGCCATGGCAaCAAGGTCCTACCTpACACAGGACGGTGCTCTTCGCTGCCA 120 

21 TTCTCTTCCTAL I UAtt I bS c A I b I AAA( j I tik i TGlSaaALL G UGA I kiLLl 180 



18 L F I I H 

181 AbGAA^ICAAGGATCGA v..nnn.nv„o.uo„v.U.OULH,Ub z-^u 

2^1 AGTTGTCCAAGGAATGTGGCTTCG^^ f^Q 

301 cgcaccggttcaaggaagactggggtttccagaagtgtaagccaWg^^ ?^0 

}8i cctgcggagacccacctcctccctacgaaccacac gtScc|^ 

158 ^Ti^^rT^§^^r'§^^^p^^s^^i'^4"§^4^4^T^^c^ ^00 

601 CTpGGCCACGGTGCTGpCGCCpGCTCATCCTGTGTGT^ HI 

661 TCATGGAGAAGAAACCCAGCTGGTCTaGCGGTCACAGGACATTCAGTACA^TG^CT^ 720 

781 ATCACCGGGACTCAGCCCCAATGTATGGG CTGTTCAC TGp HI 

258 '^'^^^'^f^^^CfCJ^^'^fCCGAGCTGTGCTTGGCTGTGGGCTGCGTO HI 

901 TCCAGGAGAGAAACCCGGCTTCTGTGGGG ACXCGATG CAG^^ i^g 

298 '^^S^l^^tTCTGCGCGGAGTnTCTGATCCTGGCCTCTGATGC^ fg^O 

1021 GTGACAGCTCTCTCTGTGACTCTTATCCTAACTCp^^ fJ^O 

1081 ATCCCpAAACGAAAGCACAGCATCTpGGATTCCAGTGGCG^ ffJo 

1141 CAGCTGCTaAGAGTCTTCTGGGATGTTTCAGAAK lHo 

1201 ACACTGGTACAGTCTGGGAGCAGACGCTAGCTCAGGATGCTCAAAGGA^ f2^^G 

1261 GAGGCTGGpAGACAGGGAAAACpGAATTAGCCATGcV j^o 

1381 ACTGAffSSffifRf?S^^JS^J§I§5§KI§^$CA^ WbO 

111 ijssm^^^ ii 

FIG. 7A 
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121 TTCTCTTCCTA l I LCACL I GGLA lb I AAAG I GAG r kuAACLfaGAGA 1 1 GCAGGCAGC 180 

181 rtn^^AC^^ 37^ 

m AGTTGraAAGGAATGTGGCTTCGGCTATGGGGAGGATGCACAGTGTCT^ Ho 

rrrTTrAArrAArArTrrrr-i^T ^E:DAQCVPCRP 77 




FIG. 7B 
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61 AAAG ATGGCTTTA AAAGTGCTACTAGAACAAgAGAAAACGnTTTCACTCnTTAGTATT 120 

121 A CTa8gC?A I m tkj ii I AAAG T GAC r f GTbAAlcALA^Acf G I ki^ActlAA^AATT 180 

'II 'ff^^^ |o 

2J1 TAAGGAATGTGGCTTCGGCTATGG6GAGGAT6CACAGTGTGTGGCGT6CC66CTGCACAG 300 

bU KtCGFGYGEDAQCVACRLHR 7Q 

301 GnCAAGGAGGACTGGGGCTTCCAGAAATGCAAGCCCTGTCTGGACTGCGCAGTGGTGAA 360 

80 rK EDWGFQKCKPCLDCAVVN qq 

361 CCGCTnCAGAAGGCAAATTGTTCAGCCACCAGTGATGCCATCTGCGGGGACTGCTTGCC ^20 

100 RFQKANCSATSDAICGDCLP HQ 

f21 AGGATnjATAGGAAGACGAAACTTGTCGGCTTTCAAGACATGGAGTGTGTGCCnGTGG ^80 

l^y GFYRKTKLVGFQDMECVPffi l^Q 

lun '^§'^C£CTppcCTTAC6AACCGCACT6TGCCAGCAAG6TCAACCTC^^^^ 5^0 

541 GTCCACGGCCTCCAGCCCACGG6ACACGGCGCTGGCTGCCGTTATCTGCAGCGCTCTGGC 600 

IDU <>TASSPRDTALAAVICSAIA 17q 

501 CACCGTCpGpGGCCCTGCTCATCCTCTGTGTCATCTATTGTAAGAGACAGTTTATGGA 650 

661 AAAGAAACCCAGCTGGTCTaGCGGTCACAGGAC^^AG^ACA^^ |§ 

721 GTGTTnGACAGACCTCAGaCCACGAATATGCCCACAGAGCCTGCT^ 

781 TGACTCAGTGCAGACCTGCGGGCCG6TGCGCTTGCTCCCATCCATGTGCTGTGAG6AGGC 8^0 

2M0 DSVQTC6PVRLLPSMCCEFA 

m CTGCAGCCCCAACCCGGCGACTCTTGGTT6TGGGGTGCATTCTGCAGCCAGTCTTCA6GC 900 

-dbU t'SPNPATLGC GVHSAASI Q n 97Q 

901 AAGAAACGCAGGCCCAGCCGGGGAGATGGTGCCGACnTCnCGGATCCCTCACGCAGirC 960 

ZBU KNAGPAGEMVPTFFGSLTQ^i 9QQ 

951 CATCTGTGGCGAGTTTTCAGAT6CCTGGCCTCTGATGCAGAATCCCATGGGTGGTGACAA 1020 

^^yu ICGEFSDAWPLMQNPMGRUN "^IQ 

1021 CATCTCTmjGTGACTCTTATCCTGAACTCACTGGAGAAGACATTCATTCTCTCA^ 1080 

lortDSYPELTGFDIH^I MP 

1081 AGAACnGAAAGCTCAACGTCTTTGGATTCAAATAGCAGTCAAGATTTGGnGGTGGGGC mO 

4k?! ■^FgCAGTCCAGTCTCATTCTGAAAAcfnACAGCAGCTACTGATnAT^ 1200 

5dU "rVQSHSENFTAATDI *^RYM "^70 

1201 CAACACACTGGTAGAATCAGCATCAACTCAGGATGCACTAACTATGkAAGCCAGa 1260 

'loo ■^§'^'^^*SfTg<^Cf^§TCATCCACCCAGCCACTCAGACGTCCaCCAGG^^ 1320 

1321 AaGGGTTCCCTGTGAACACAGCACTGACnACAGTAGATCAGAACTCTGTTCCCAGCAT 1380 

L b b L n-zq 

FIG. 7C 
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Nucleotide and amino acid sequence of mTNRLl-a 



ACAGATC»CAGGAAATGACCCACCCCTGTGGTCACTTACTCCAAA«XXrrAGACC^ 




60 
120 
180 
15 
240 
35 
300 
55 
360 
75 
420 
95 
480 



MDESAKTLPPPCLCP 

TCXn«X5ACSAAAGGAGAAGATATGAAAGTGGGATATCATCCCATCACTCCGC»G^ 

ibCSEKGEDMKVGYDPlTPOKE 
241 GAGOTTCCCroGTTTGGGATC^ 

36 EGAWFGICRDGRLL AATLLL 
301 GCCCTGTTGTCCAGCAGTTTCACAGCGATGTCTTTGTACCAGTTCG^ 

56ALLSSSFTAMSLYQLAALQA 
361 GACXrrGATGAACCTGCWTATGGAGCTGCAGAGCTACCGAGGlT^ 

/5 DLMNLRMELQSYRGSATP AA 
^11 f^°^'^^^^°'^^^^C°'=TGGAGTCAAACTCCTGACACCGGCAGCTCCTCGACCC 

96AG APELTAGVKLLTPAAPRP 115 
^'''^^^^CC^CGGCCACAGGAACAGACGCGCTTTCCAGGGACCAGAGGAAACAGAA 540 
116HNSSRGHRNRRAFQG PEETE 135 

J'^'^^°*«^'»^«^ctcxtgcaccato:c^^ 600 

136QDVDLSAPPAPCLPGCRHSQ 155 

?*T?^'"^'''^''°^"'^5AACCriXJVGAAACAGAACTTAai^ 660 

ISSHDDNGMNLRNRTYTFVPWLL 175 

661 AGCTTTAAAAGAGGAAATGCCTTa^GGAGAAAGAGAAOVAA^ 720 

176SFKRGNALEEKENKIVVRQT 195 

dl ?°^'^''r'''™^'^*^<5CCAGGTTCTATACAC^ 780 

135 GYPFIYSQVLYTD PIFAM G H 215 

ofJ ^^''^^'^'^^^^^'^<^'^^'^xm:TTT^^ 840 

216VIQRKKVHVFGDELSLVTLF 235 
841 CQATCTATTCAGAATATGCCCAAAACACTGCCXrAAC^ gOQ 

RCIQMMPKTLPN NSCYSAGI 255 
901 GCGAOGCrrGGAAGAAGGAGATGAGATTCAGCTTGCAATTC ggfl 

f'***GDDTFFGALKLL* 295 

1261 SS^^^S??S!SiS^iifff?^ 

1381 SJiiAi^^IIT^^^°^°^*^ccA^ 



295 
1080 
1140 

iGTTATGAGAAA 1200 
1260 
1320 
1380 
1440 
150O 



FIG. I IB 
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OOCX-(^«st«=CSOaOOO><Xh-«:rcr:h->-CD<Z30Qti<CC/>Ci30tr> CDh-CDC_> 

CDh— C£)<— )CI3CD<COCDC3«3: CJCD CD CD -cCOh— <3: 

CJ CJC^h-<C CJC->CDh— «=C <C!— I — \— CJOCDC^ 

I— I — COCJCUCD<CC_> ICDLlJCD^CD*=CCDCOC->— ICDUJCDOO— JC->— JCD <t:OC^C-> 

CDI — CDCD«=i:CJ| — CD«=i: cdi — cjcd «cocdcj 

OO <3:tDCDCJCD«^e>h-CD CJ I — I — CD CDC-) I — CD 

H-i— cocDixih— oc->Qic-)a-<t:QC<ca:cjoccj-JCJDE;oQ-«=ci-^i — uuca: cd<ci — cd 

OCJ «=CH-C->CJCD|— CDh-h-CJI— C_JCJ «=COCJCD 

CJC-> CDCJCDI — CDh— CD<rC->«=Cca:CJC-> OOl — CD 

«^CD<C<tQ^CD<C-^C/>CJ--J<tQi<:C»--»<=CQc:|-->-H-COO:ECDQ«aCl—«C CDOl— O 

CJ<X C-)CDCDh— <CCJH-|--CDC^CD«=CCD H-h-^tTh- 

C->CJ H-H-H-CD^CCJI— I— I— OCDCD*:r CDh- <a:cD 

CDOQ_CD>CD>CD>«=CCO<C^CJC1.0-JCD>CD>H-COCDtDCD<D<i: I — <CCDCD 

OCD <XCJCDtDCDh-H-cXCDC-><C|— CD <CC-)C^h- 

OK— OC-><t:<:CCD|— OCDI— CJ«=C*=CCD «sCH-C^C-> 

C-><CS:cjCl-CD<XCDUJOC30QCCD>CD<tCDCDCD>C^Q-CJOC->3r| — CDl— I — O 

C->CJ CJCD<i:CDCJCD<=C|— CDCDC-)c:i:|— CDfr— CJ<C 

CDl— CDCD CDCDC->»— OCJ<th-<r:CJO CDH-CDCD 

cjo cDCDCDCD«a:Qe:i— oocj— ioci.cD<a:oc3><t:s:o=ccja-cD «=i:cj<i:<c 

CJCD CDCDCDO<I:0<a:h-^— I— — <c cdocdo 

C-><C CD I — CDC->CD-=a:«=a:<tCDCD| — CJO «=COCDC^ 

<CCJ CDCDt_)-J<CCr:C-3Q-<COC:OZCCJC3CDaCDCD<CCOI— — Jl — COCJ CDH-! — J— 

f—O CDI — CJI— CDCDCDCDCD«=Ch- CJ O CD|— «t:CD 
h— O I— CJh— <C<t:|— CD-=Ch-CD<i:i— H- C->»— 

HP <i:scD<ccj-j|— >-cDUJO— Ji— :^c->o<cs<ca:o=ct->-ic_> ^ch-c^h- 

CJI — c-)«a:cjcDCDOOOC-><coc->cD <coc^<i: 

C->tD -cCCJCDCDCDI— h-h- C-)H-|— <CCD H-<tC-iOOO 

<CCD *=«ZCD<C«=CCOCDCDCDCDCD>«i:s:«=i:»— '^tl — Li. <CZ:|— <CO>— tD(X> 

I— CD OCDCD<a:|— h- CD<COH-0| — tD I— I— I — tDf— I 

CD<C CDCD«=3:-^CDOh-CD|— CDh— I— <C <COCD<Cr-H 

CJO CDCDCDCDCJOCDUJcXOOH— COCD>CJQ:t— U_|--CJCD>C->— 1<3: I — C^| — C-> 

CJCD «=CCDCDCDCDC-)CDC->|— «=C<C CDH-OCJ 

OCD OCDf— CD«a:^ <C|— OCDCD«a:^ "sarH-l — CDcb 

CDH- CJQ-I— 3CJ— iCDCDCDUJCJZCtDUJCD^'Ctl — OQlCDCD<Cii<£<x: CDCDH- OK- 

(— H-H-CDJ— CDCD«t:h-CDO«=i:CDH- I — OOCD<x: 

OCD ocD«a:<3:tD«=rocDi— I — oo<j; oocdcdo 

<X.\ — OCX.<COOCDUJ<CZ) — 3:Oa«5C| — CDCDCD>! — tL-CD<CCD<CI — CDOt — CDO 

OO CDCD«=CCDOCDCDi — 0<COCD| — <CO| — O^C 

OCD CD I — 0«=C0<CI — «=C «=C I — CD CD CD CDh-0««0 

«=c<i: CDCDh-— ic:cH-oaa3ca:<:i:v^cD>l— >-caQo_ji«=cco<i:acj— caroi — cdo 

C-)0 <CO«:CO<CCD| — *^«=C| — I — «=CCD «=CCD<a:tD<i: 

cD<t: ■cccD<xo«^«3:*:ccD-sco<a:oi — ocdi — cdo 

h-O <Xii^K-:SC->aH-C/JCDUJ«=i:i«lCDQCDCDOC2»<CI--H->-CD««:»-- oh- <a;CDCD 

OO c-)o<:3:ocDCDo«=cH-cDocD<a: cdh-cdcd<3: 
I — <c cj I — <x: o I — "cj: o h- <c cd cd cd cdoo 

h-<c oa.o_ioc30Q_o-Joai— OOOC3J— LucDLUl — ooq::i — ♦ ocdocd<i: 

COcC OOOOO-cCOOCDCDC^OCD <XCD«sCCD<a: 

OCD O O O CD O <C <C O 1 — «t CD O h— CD CD H— CD CD 

I— I— <3:K— cD <a:H-<c h-cDO cdoi — <x. cdoh-<co 

H-O h- I — I — CD<C<C<a:<=Cl — CD<C| — <C CDC->| — CDO 
OI — CJ_JCD>CJ— JCDCDCDOOC2lCDQOC3CD><COC<tZ<C*-«<r:kl) — H-«=Ch~| — 

I — O CD<CCD«a:OOCD<CCDcCO-=CCD Oh— CD«=C<r 

OO t j{^C/>0 J^K— f^C/)^K— ^MO_JOaScD?>-^ h^^gOH—^O 

OO ooh-CDh- oooo<i;oc->l— -=ccdi — 

5o «=i: o I — I — ooocD<c 

0<C I — -=C O CD CD CD O I — O CD I — CD | — CD CD CD CD 

OOl — <C<CI — O CD <C CD CD CD CD CD<KCl — H- 



COi— ♦CN OOC\I-=r-=TOUDCOOOC\IOOOCMcr^OCOCDOOCsiOOOC\l-=J*crOCDC\IOO'5r 
I t-l rH CM ^r-icr.— imi-HCDr-HUDrHr^CVir^CVJOOCslCDaiOOr-* 
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CD -=c <c I— 

H- H- C-> CD CD I— O 

. ^<C<-«CD>H'OOCDCDCDCDC-> OCD 

CDCDCDH- <x:«a:CDl — <r I ! <_>t— 

«=CCJCDCDCDCDCD<C^ — I — <X. <ri— 

CJ<COCDCDC^CDO«XC-)l — OCD h-CD 

f^.-fhi^^ •'S. ,<^V"h-h-OH-PcDCD OCD 

CDCD<CCD -cCOl— CDH-CDf^f-CD 
tDCDOCDC^aCDCDCD«H-OOCD>Ott:PLi,H-C^5>G-JCD 

^ <c«=rcqcca:i — c-)cdcd<3:cd 

L^f-jL^ CJ *^ C-> <X I — -cC «=C h— CD <C I — I t I 

^-=CH-:SOO»— C/>CDlJj<Xi»tlCDQCDCDCJ:n<£H-P->-ScxP 

r-'^c-ii — «=co«:ci — <a: CD CD CD <«OH- 

^"-f-^ — IC_^C3C-)Q.C-> — ICJim — COCJC3I — LL.CDLlJK-C-)OQll — * Ol CD 

lI— 5^^^ CDI— «=C<CCJ|— CDCDCJI— <Ch^h^ 

O 0-JCD<xSq::S h-CJCDCDStJl— P So^ 
J— O OCDCD-=CCJ-=CH-<a: H^^^h^ CD^OOZ 
S CD-:XCD>*^ <C|— OCdScDCdGS 

<c cj cj I — <=c I — CD I — <c<ri — f— SSS 

C-> OQ-0<CC^_JCDUJCr)<r^<-M,<j3C^CJ_lCj3UJCDo5^-^ 
CDCDH-CDCD«tC^|— CDCD h- h- ^ 
<=CCDCDCDCD<x:(^l — ij^ ill 

<5LUj— c->c^a:K--:s<xQC<czcjQccj-JCJcsccJcuS 

r-«=X|-^OCJ CD|— CDK-H-I — rf <cO«sC 



CD 



OOl— 



I uDl-HCMroooln■=r^^oo^u^f-^c^JroooL^crr^oolto»-^cvll^ 

«— t T-1 OJ f»0«— l^i-HCTi-ILn»-*C£Dr-lU>CVJ^^CMrvOOO> 
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CD O O <C O h- 
« CD CD CO H- O 
CDLU<CCOCDCDCDCr><x:i— •! 

CD <t <s: <a: CD CD cjt cd i 

«*<c<c<->*a;cDl — o cj C-> I — 
oocDLiJ<ci^c->Q.<c^<i:QCC-)-jo<a: d«cd<c<c 

J—CDh- CDOOCJ<CCDf— CD 
P^OCDOh-<CO|— C-)<C 
h-COCDl±JOQ-OC3£cXl--<Ci--»|-->-|— oo{— _lS<cS 
J-:<«l— h-CDC_JOOCDCDCJ 

c^ o oo«d:h-i— h-i— 



CDCD>— H- <Cca:h— ccCD 
<X<CCD«:C«^:0CJ<CCD, 
CDUJOa«=CC0CJICCDLlJ<C|— CD<CCDUJCDCDO«JC-> i— I 
CDC_>c=^:^— CDI— CD<C|— I— CDO 

OOOQ-<COc:Ci3>H-3:H-U_<c:s^e>liJ|--OoS3:P 
<iCDO<t:<CCDCD| — C-> 
C^<:tCD«^tD<CCD|— C->Ocr 
CD<i:<CZCJCC:cDLjJU3CDCDLUCDCDC-> JCD>-CO<CCD 

OH- C->«sCCr>CD<a:CD«=CCX3CDC-J 

p <t: CD h- CI3 h- h2^c->*^o^c3^^ 

H-<XCD^| — I — <CCDCDC->CDC-> 

CDt— oo<t:cDi— CDCDe>cI><C 

^h-OCUCD>CD<C^|-5c2lEu_0-l^jS^33= 
*=C<->«=C<COOCJC->h-CJ>l — O 
CJCJf— OCDCD«a:OCDC->h-0 
CD<CC^Q_CJ JCD<COCDCJCt:oaiCD<CCJQC<C»~CD><C 
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